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Glaucoma, the second most common cause of blindness, is characterized by a progressive loss of retinal
ganglion cells and their axons, with a concomitant loss of the visual ﬁeld. Although the exact patho-
genesis of glaucoma is not completely understood, a critical risk factor is the elevation, above normal
values, of the intraocular pressure. Consequently, deciphering the anatomical and functional changes
occurring in the rodent retina as a result of ocular hypertension has potential value, as it may help
elucidate the pathology of retinal ganglion cell degeneration induced by glaucoma in humans. This paper
predominantly reviews the cumulative information from our laboratory’s previous, recent and ongoing
studies, and discusses the deleterious anatomical and functional effects of ocular hypertension on retinal
ganglion cells (RGCs) in adult rodents. In adult rats and mice, perilimbar and episcleral vein photo-
cauterization induces ocular hypertension, which in turn results in devastating damage of the RGC
population. In wide triangular sectors, preferentially located in the dorsal retina, RGCs lose their retro-
grade axonal transport, ﬁrst by a functional impairment and after by mechanical causes. This axonal
damage affects up to 80% of the RGC population, and eventually causes their death, with somal and intra-
retinal axonal degeneration that resembles that observed after optic nerve crush. Importantly, while
ocular hypertension affects the RGC population, it spares non-RGC neurons located in the ganglion cell
layer of the retina. In addition, functional and morphological studies show permanent alterations of the
inner and outer retinal layers, indicating that further to a crush-like injury of axon bundles in the optic
nerve head there may by additional insults to the retina, perhaps of ischemic nature.
 2011 Elsevier Ltd. Open access under CC BY-NC-ND license.Contents
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The retina is an extension of the central nervous system (CNS)
that looks out into the world through an exceptional window
provided by the ocular globe. This CNS extension is specialized to
capture and elaborate light-stimuli which are then conveyed to the
brain through the optic nerve axons. These axons arise from the
retinal ganglion cells (RGCs), a population of neurons located in the
innermost layer of the retina that are responsible for the ﬁnal
processing of the information in the eye, as well as for its output to
the different retinorecipient regions of the brain that receive
functionally relevant visual information.
There is a group of heterogeneous but clinically similar diseases,
known as glaucomatous optic neuropathies (GONs), which induce
typical changeswithin thenerveﬁber layerandopticdisc.GONsshare
in common, as ahallmark, theprogressive, slowdegenerationofRGCs
and their axons, alongwith increasing visual deﬁcits andGONs are, in
fact, the second major cause of blindness in the developed countries
(Resnikoff et al., 2004). At present themechanisms responsible for the
degeneration and death of RGCs are not completely understood, but
several of the most important risk factors in glaucoma have been
clearly identiﬁed, such as age, increased IOP, corneal thickness and
ethnicorigin (Quigley, 2011).Althoughnot all theGONsareassociated
with increased IOP (Schumer and Podos, 1994) and vice versa (Van
Buskirk and Ciofﬁ, 1992), IOP above normal levels is probably the
most important modiﬁable risk factor in humans (Leske, 1983; AGIS,
2000; Kass et al., 2002; Nouri-Mahdavi et al., 2004). Indeed, many of
the present pharmacological and/or surgical treatments aim at
diminishing IOP in an attempt to control or reduce the progression of
the disease and its effects on the visual ﬁeld (Morrison et al., 2005,
2008). However, the precise mechanisms by which ocular hyper-
tension (OHT) induces retinaldamagearenot completelyunderstood.
To better understand the mechanisms involved in GON-induced
RGC degeneration, the effects of a variety of insults that may be
implicated in this pathology have been investigated. These include: i)
axotomy of the RGC population by either complete intraorbital optic
nerve (ON) crush (Kielczewski et al., 2005; Nadal-Nicolás et al., 2009;
Parrilla-Reverter et al., 2009a, 2009b) or ON transection (Vidal-Sanz
et al., 1988, 2000, 2002; Villegas-Pérez et al., 1988; Kielczewski
et al., 2005); ii) transient ischemia of the retina induced by eleva-
tion of the IOP (Sellés-Navarro et al., 1996) or by selective ligature of
the ophthalmic vessels (Lafuente et al., 2002; Vidal-Sanz et al., 2007);
and iii) ocular hypertension (Morrison et al., 2005, 2010). Because
elevated IOP remains the most important modiﬁable risk factor inhuman GON (The AGIS investigators, 2000), animal models of OHT
have received much attention from researchers and proven useful to
advancing our understanding of OHT-induced RGC and optic nerve
pathology in inherited (Jakobs et al., 2005; Filippopoulos et al., 2006a;
Schlamp et al., 2006; Howell et al., 2007a; Soto et al., 2008; Nguyen
et al., 2011) and in experimentally induced OHT in rats
(WoldeMussie et al., 2001; Levkovitch-Verbin et al., 2002a) or mice
(Aihara et al., 2003b; Grozdanic et al., 2003b; Mabuchi et al., 2004; Ji
et al., 2005; Holcombe et al., 2008).
OHTmaybe inducedbyepiscleralvein cautery (García-Valenzuela
et al.,1995), hypertonic saline injectionof theaqueoushumoroutﬂow
pathways (Morrison et al., 1997) and limbal laser-photocauterization
(WoldeMussie et al., 2001; Levkovitch-Verbin et al., 2002a; Salinas-
Navarro et al., 2009c, 2010; Cuenca et al., 2010). This review
discusses the effects of OHT-induced retinal damage in adult rodents.
This rodentmodel is not fully comparable tomonkey or humanGON,
but it is conceivable that learning from rodent models is relevant to
better understand GON-induced retinal and ON damage in humans,
and useful to develop new strategies to treat the disease and/or
prevent its progression.
The rodent retina provides many technical advantages for
addressing neurobiological questions concerning the issues of
degeneration, regeneration and neuroprotection of the adult
mammalian CNS (Aguayo et al., 1987; Bray et al., 1987; Vidal-Sanz
et al., 2000, 2002, 2007), namely: i) The retina is located within the
eyeglobeandphysically isolated fromthe restof theCNS. Therefore, it
is readily accessible for experimental manipulations which can spare
other vital CNS structures, and consequently, animal survival is not
compromised and long-term studies are feasible (Vidal-Sanz et al.,
1991); ii) The RGC population has been well characterized anatomi-
cally and functionally, and can be studied in radial sections or in
retinal wholemounts, wherein an entire cell population may be
examined in a single histological preparation (Nadal-Nicolás et al.,
2009; Ortín-Martínez et al., 2010); iii) The ocular globe is a semi-
rigid structure, thus an increase in the IOP may alter retinal perfu-
sion and injure retinal neurons. Moreover there are several anatom-
ical features of the rodent ocular globe that make it suitable for the
study of OHT-induced retinal damage (Morrison et al.,1995a,1995b);
iv) RGC axons are highly organized with respect to their retinal
quadrant and centroperipheral position (Guillery et al., 1995;
Fitzgibbon and Taylor, 1996; Jeffery, 2001; Jeffery et al., 2008), so
ﬁbers carrying the information fromdifferenteccentricitiesaremixed
within a segment, extending from the periphery to the centre of the
nerve (Fitzgibbon and Taylor, 1996). Thus, there is a retinotopic
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and form the optic nerve head. This retinotopy, which is maintained
throughout the primary visual pathway up to the cortical areas,
predicts that neighboring axons originate from closely situated RGCs
in the retina; v) Anterogradely transported neuronal tracers when
injected intravitreally are incorporated by RGCs and transported
towards their target territories in the brain, allowing selective iden-
tiﬁcation of the retinofugal projections and their terminals (Avilés-
Trigueros et al., 2000, 2003). Conversely, because in rodents RGCs
project massively to the superior colliculi (Salinas-Navarro et al.,
2009a, 2009b), neuronal tracers applied to these structures result in
the labeling of the RGCpopulation by retrograde axonal transport; vi)
RGCs may be treated by intravitreal injection or target application of
substances, such as neurotrophins and their neuroprotective effects
maybequantitatively studied (Mansour-Robaeyet al.,1994; Peinado-
Ramón et al., 1996; Lindqvist et al., 2004); vii) Retinal blood vessels
arrive to the ocular globe on the dural sheaths of the optic nerve and
enter the globe on its inferior nasal part, giving rise to the intraocular
central retinal artery and its main radial branches (Morrison et al.,
1999; Sugiyama et al., 1999). Therefore, blood ﬂow may be inter-
rupted transiently or permanently by selective ligature of the
ophthalmic vessels to perform retinal ischemia studies. In addition,
because the ON does not contain the central retinal artery, it may be
severed without compromising retinal blood ﬂow (Lafuente et al.,
2002), which allows the study of the effects of optic nerve injury
independent of ischemia, i.e. axotomy, on the RGC population (Vidal-
Sanz et al., 1987; Villegas-Pérez et al., 1988, 1993); viii) The electro-
retinogram (ERG) recorded after a ﬂash of light measures the global
electrical activity of the retina, so an ERG can assess the function of its
main neuronal populations (Montalbán-Soler et al., 2011). Thus, the
major ERG waves (a- or b-) reﬂect the function of photoreceptors or
bipolar and Müller cells, respectively, and the scotopic threshold
response (STR) reveals the functional state of the innermost retinal
neurons; speciﬁcally, its positive component (pSTR) results fromRGC
activity (Sieving et al.,1986; Bui and Fortune, 2004;Alarcón-Martínez
et al., 2009, 2010); ix) RGCs in adult mammals do not spontaneously
regenerate their axons for long distances (Ramón y Cajal, 1914;
Richardson et al., 1982; Sellés-Navarro et al., 2001), while those of
theamphibianandﬁshmayregenerateandregain their target regions
(Grafstein,1986). However, if a segment of peripheral nerve is grafted
to the ocular stump of the ON, the capacity for axonal regeneration,
target reinnervation and the formation of new functional synapses
can be investigated (Whiteley et al., 1998; Avilés-Trigueros et al.,
2000; Vidal-Sanz et al., 2002); and x) In many experimental models
one eye gets treated while the contralateral eye may be used as an
uninjuredcontrol.However, this shouldbeusedwith cautionbecause
it has been shown that injury to one eye may induce signiﬁcant
molecular changes in the intact contralateral eye (Bodeutsch et al.,
1999; Lönngren et al., 2006; Ramírez et al., 2010).
2. Rodent OHT models
2.1. Animals and anaesthetics
All experiments shown here were performed on adult, male,
albino Swiss mice (32e37 g), and on adult, female, albino Spra-
gueeDawley (SD) (180e200 g) rats, obtained from the breeding
colony of the University of Murcia (Murcia, Spain). Mice and rats
werehoused in temperature- and light-controlled roomswith a 12h
light/dark cycle, and had food and water ad libitum. Light intensity
within the cages ranged from 9 to 24 lux. When animal manipula-
tions were performed we followed our institutional guidelines, the
European Union regulations for the use of animals in research and
the ARVO statement for the use of animals in ophthalmic and vision
research. All surgical manipulations were carried out under generalanesthesia induced with an intraperitoneal (i.p.) injection of
a mixture of ketamine (70 mg/kg, Ketolar, Parke-Davies, S.L., Bar-
celona, Spain) and xylazine (10 mg/kg, Rompún, Bayer, S.A., Bar-
celona, Spain). While recovering from anesthesia, animals were
placed in their cages and an ocular ointment (Tobrex, Alcon Cusí,
S.A. Barcelona, Spain) was applied on the cornea to prevent corneal
desiccation. Animals were euthanized with an i.p. injection of an
overdose of pentobarbital (Dolethal Vetoquinol, Especialidades
Veterinarias, S.A., Alcobendas, Madrid, Spain).
Results reported here are based on previously published studies
from our laboratory (Salinas-Navarro et al., 2009c, 2010; Cuenca
et al., 2010) as well as from additional groups of animals that
were prepared for this publication.
2.2. OHT in rodents
Several methods have been devised to elevate IOP in rats and
mice, taking advantage of the rodent anatomy of the aqueous
humor draining system (Morrison et al., 1995b). These include
episcleral vein cauterization, hypertonic saline injection into epis-
cleral veins, injection of microbeads alone or in combination with
viscoelastics in the anterior chamber, and laser photocoagulation
(LP) of the limbar tissues. These four methods have some advan-
tages and inconveniences, and differ in the level and duration of the
OHT, as well as in the extent of damage to the retina and ON
(Morrison et al., 2005; Cone et al., 2010).
In the episcleral vein cauterization model, two or three large,
episcleral veins are obliterated to block the venous outﬂow (García-
Valenzuela et al., 1995; Shareef et al., 1995; Sawada and Neufeld,
1999; Mittag et al., 2000; Ahmed et al., 2001; Neufeld et al., 2002;
Danias et al., 2006). This method has been used in pigmented and
albino rats (Neufeld et al., 2002;Grozdanic et al., 2003b;Danias et al.,
2006) and mice (Ruiz-Ederra and Verkman, 2006) and it has been
suggested that IOP elevation is probably due to congestion of the
uveal vasculature (Goldblum and Mittag, 2002; Grozdanic et al.,
2003b; Pang and Clark, 2007). Hypertonic saline injection into
episcleral radial veins results in scarringof the anterior chamber that
in turn increases IOP in rats (Morrison et al., 1997) or mice
(McKinnon et al., 2003; Kipfer-Kauer et al., 2010). This method
requires certain skills toplace aplastic ring around the equatorof the
eye to conﬁne thehypertonic saline to the trabecularmeshwork, and
the injection may need to be repeated in the following 14 days
(Hänninen et al., 2002). Intracameral injection of 5e15 mmdiameter
microbeads alone (Sappington et al., 2010; Samsel et al., 2011) or in
conjunctionwith viscoelastic agents (Urcola et al., 2006; Cone et al.,
2010; Pease et al., 2011) also results inOHT in rats (Urcola et al., 2006;
Sappingtonet al., 2010) andmice (Coneet al., 2010; Sappingtonet al.,
2010; Chen et al., 2011; Pease et al., 2011). Laser photocauterization
of the trabecular meshwork to reduce aqueous drainage was ﬁrst
employed in monkeys (Gaasterland and Kupfer, 1974; Quigley and
Hohman, 1983) and later applied to albino and pigmented rats
(Ueda et al., 1998; WoldeMussie et al., 2001, 2004; Levkovitch-
Verbin et al., 2002a, 2002b; Schnebelen et al., 2009; Salinas-
Navarro et al., 2010). The laser can be aimed at the meshwork
(Ueda et al., 1998), the meshwork and episcleral veins (Levkovitch-
Verbin et al., 2002b), or at the perilimbar and episcleral veins
(WoldeMussie et al., 2001). It is believed that lasering coagulates the
limbal vasculature, inducing a chronic angle closure that results in
an increased resistance of aqueous humor outﬂow. A number of
investigators administer a second session of laser treatment to
lengthen the period of increased IOP (Schori et al., 2001; Bakalash
et al., 2002; Ishii et al., 2003; Martin et al., 2003).
Mice models are essentially similar to rat ones, but more difﬁcult
to implement. However, their genome is known (Peters et al., 2007)
and the potetinal to generate knockout and transgenic animals
M. Vidal-Sanz et al. / Progress in Retinal and Eye Research 31 (2012) 1e274provides a precise tool to study the function of speciﬁc genes (John
et al., 1999; Libby et al., 2005; Howell et al., 2007b; Pang and Clark,
2007; McKinnon et al., 2009). A number of studies have used the
laser model in pigmented mice with consistent success. Using adult
pigmented C57BL/6 mice, Aihara et al. (2003b) emptied the aqueous
humor of the anterior chamber of the eye before lasering the limbar
tissue, to induce the closure of the angle. Mabuchi et al., (2003, 2004)
cauterized the limbar tissue and this induced a 1.5  increase in IOP
from2 to 12weeks that produced damage to the ON. Grozdanic et al.,
(2003a) injected green indocyanine in the anterior chamber prior to
lasering the limbar tissue. Other groups have also lasered the epis-
cleral andperilimbar veins inC57BL/6mice (Gross et al., 2003; Ji et al.,
2005). More recently, several studies have reported using the laser
model in albino mice (Salinas-Navarro et al., 2009c; Cuenca et al.,
2010; Fu and Sretavan, 2010; Fu et al., 2010). Microbead injection-
based mouse models of ocular hypertension are currently being
studied in a number of Laboratories (Cone et al., 2010; Sappington
et al., 2010; Chen et al., 2011; Pease et al., 2011; Crish et al., 2010)
because thismethodproducessmallerocular inﬂammation than laser
treatment of limbar tissues and episcleral veins. However, this
procedure may require repeated injections of microbeads (Urcola
et al., 2006; Cone et al., 2010) which may need to be directed
towards the outﬂow channels with a magnetic device (Samsel et al.,
2011). In addition to experimentally induced glaucoma, naturally
occurring models exist; DBA2mice spontaneously develop OHT and,
with age, pigmentary glaucoma (John et al., 1998; Libby et al., 2005;
McKinnon et al., 2009). The most commonly studied lines are the
DBA/2J and the DBA/2NNia (John et al.,1998,1999; Chang et al.,1999;
Bayer et al., 2001; Danias et al., 2003b; Jakobs et al., 2005;
Filippopoulos et al., 2006a; Schlamp et al., 2006; Howell et al.,
2007a; Buckingham et al., 2008; Soto et al., 2008). Alongside these
spontaneous forms, there are transgenic animals bearing mutated
forms of proteins implicated in GON. Examples of these are those
carrying a mutation in the subunit type I collagen (Col1a1r/r) that
induces an spontaneous and gradual increase of the IOP (Aihara et al.,
2003c), or those that express the Tyr437His substitution in the
myocilin protein (Zhou et al., 2008), which produces a moderate
elevation of the IOP that causes axonal degeneration and loss of RGCs.
LP of the limbar tissues has been the method of choice to induce
OHT in rats and mice in our laboratory. In brief, we laser the limbar
tissue with a diode laser, in a single session, directing the laser
beam directly towards the perilimbar and episcleral vessels of adult
albino (Salinas-Navarro et al., 2010) or pigmented (Salinas-Navarro
et al., 2008) rats, and albino (Salinas-Navarro et al., 2009c; Cuenca
et al., 2010; Ramírez et al., 2010) or pigmented (Valiente-Soriano
et al., 2008) mice.
2.3. Methods to measure IOP
The use of rodent OHT models has been advanced by the
availability of reliable devices to register IOP in these animalsdthe
tonometers TonoPen (Tono-Pen XL Reichert Ophthalmic Instru-
ments Depew, NY, USA) (Moore et al., 1993, 1996) and TonoLab
(Tono-Lab; Tiolat, OY, Helsinki, Finland) (for review see Morrison
et al., 2005, 2009). The TonoPen tonometer (Moore et al., 1993,
1995, 1996) was the method of choice to measure IOP in adult
rats for many years. More recently the rebound tonometer, Tonolab
(Kontiola, 2000, 2001; Danias et al., 2003a), which was designed
speciﬁcally for rodents (Wang, W.H. et al., 2005; Pease et al., 2006),
has become the preferred tool tomeasure IOP in adult rats (Jia et al.,
2000; Pease et al., 2006; Morrison et al., 2009) and mice
(Filippopoulos et al., 2006b; Pease et al., 2006).
In our studies IOP was measured under anesthesia with the
TonoPen tonometer in rats and using the TonoLab tonometer inmice.
Measurements were obtained prior to, and at different time intervalsafter laser photocauterization.When using the TonoPen, at each time
point 8e12 consecutive readings from each eye were averaged,
whereas for the TonoLab tonometer, at each time point 6 consecutive
readingswere performed for each eye, and the resultswere averaged.
IOPwas testedat thesametime inthemorning, and immediatelyafter
deepanesthesia, to avoid IOPﬂuctuationsdue to thecircadianrhythm
(Krishna et al., 1995; Moore et al., 1996; Jia et al., 2000; Aihara et al.,
2003a) or due to elevation of the IOP itself (Drouyer et al., 2008).
Moreover, because general anesthesia lowers IOP, we always
measured both the IOP-treated eye and the intact contralateral eye.
3. Methods to assess OHT-induced retinal damage
We have studied retinal changes induced by OHT with func-
tional andmorphological techniques. Functionally, we have studied
the scotopic threshold responses in both eyes and the a- and b-
waves of the ERG recordings after different light stimuli. Morpho-
logically, we studied the ganglion cell layer (GCL), the RGC pop-
ulation, the nerve ﬁber layer and the optic nerve.
3.1. Functional
The effects of OHTon the function of the retinawere examined in
several groups of mice. ERG responses were recorded simulta-
neously from both eyes and compared to each other prior to and at
different survival intervals between1and12weeksafter LP (Salinas-
Navarro et al., 2009c; Cuenca et al., 2010). In brief, animalsweredark
adapted for 8 h and thereafter manipulations were done under dim
red light. After anesthesia, bilateral pupil mydriasis was induced by
a drop of 1% tropicamide (Colircusi tropicamida 1%; Alcon-Cusí,
S.A., Spain). The light stimulation device consisted of a Ganzfeld
dome,which ensured a homogeneous illumination anywhere in the
retina, with multiple reﬂections of the light generated by light
emitting diodes (LED), which provide a wide range of light intensi-
ties. For high intensity illuminations, a single LED placed close
(1 mm) to the eyewas used. The recording systemwas composed of
Burian-Allen bipolar electrodes (Hansen Labs, Coralville, IA, USA)
with a corneal contact shape; a drop of 2% methylcellulose was
placed between the eye and the electrode tomaximize conductivity
of the generated response. The reference electrode was situated in
the mouth and the ground electrode in the tail. Light stimuli were
calibrated before each experiment assuring same recordings
parameters for both eyes. The ERG responses were recorded by
stimulating the retina with light intensities ranging between 106
and 104 cd s m2 for the scotopic threshold response (STR), 104
and 102 cd s m2 for the rod response, and between 102 and
102 cd s m2 for the mixed (rod and cone) response. For each light
intensity, a series of ERG responses were averaged and the interval
between light ﬂashes was adjusted to allow response recovery.
We followed the normalization criterions established for the
International Society for Clinical Electrophysiology of Vision to
measure amplitude and implicit time of the different waves
studied. The pSTR was measured from baseline to the top of the
ERG (around 110ms), and nSTRwasmeasured from baseline to ﬁrst
valley after pSTR (around 220 ms). A high difference between both
eyes prior to the surgery was an exclusion criterion.
3.2. Morphological
In rodents, the GCL hosts a population of displaced amacrine
cells of similar magnitude to the population of RGCs itself (Dräger
and Olsen, 1981; Perry, 1981; Perry et al., 1983; Jeon et al., 1998;
Schmidt et al., 2001), and there is also a small number of dis-
placed horizontal cells (Silveira et al., 1989). Although amacrine
cells are smaller than most RGCs (Cowey and Perry, 1979; Perry,
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small RGCs (Perry, 1981), rendering the anatomical criteria of soma
size invalid for distinguishing RGCs from displaced amacrine cells
(Villegas-Pérez et al., 1988, 1993). This anatomical feature of the
rodent GCL has made necessary the use of alternative techniques to
identify RGCs, such as the use of neuronal tracers that rely on
functional axonal transport and/or anatomical integrity of the axon,
the use of molecular markers speciﬁc for RGCs, or a combination of
either of these with the use of nuclear stains.
3.2.1. Tracer application to the SCI
Anestablishedmethod to identify RGCs consists of the application
of retrogradely transported tracers onto their main target regions in
the brain. Among these tracers are: fast blue (Vidal-Sanz et al., 1988;
Villegas-Pérez et al., 1988), DiI (1,10-dioctadecyl-3,3,30,30-tetrame-
thylindocarbocyanine perchlorate) (Vidal-Sanz et al., 1988),
Rhodamine-B-Isothiocyanate (RITC) (Thanos et al., 1987); Horse-
radish peroxidase (HRP) (Vidal-Sanz et al., 1987), Dextran tetrame-
thylrhodamine (DTMR; 3000 MW) (WoldeMussie et al., 2001), and
Fluoro-Gold (FG) (2-Hydroxystilbene-4,4-dicarboxamidine bis
methanesulfonate) or its analogue hydroxystilbamidine meth-
anesulfonate (OHSt)which is a smallmolecule (472,53 kDaMw)with
similar ﬂuorescent and tracer properties to FG (Cheunsuang and
Morris, 2005). At present, FG or OHSt are the tracers of choice in
many laboratories (Peinado-Ramón et al., 1996; Sellés-Navarro et al.,
1996; Villegas-Pérez et al., 1996; Salvador-Silva et al., 2000; Wang
et al., 2000, 2003; Danias et al., 2002, 2006; Kielczewski et al., 2005;
Filippopoulos et al., 2006a; Murphy et al., 2007; Reichstein et al.,
2007; Sobrado-Calvo et al., 2007; Lebrun-Julien et al., 2009; Nadal-
Nicolás et al., 2009; Galindo-Romero et al., 2011; Sánchez-Migallón
et al., 2011) because they are efﬁcient and reliable within the visual
system (Salinas-Navarro et al., 2009a, 2009b). Both FG and OHSt are
transported actively, since they require energy (Schmued and Fallon,
1986, 1989; Wessendorf, 1991), and retrogradely from the axon
terminal towards the cell somata and primary dendrites where they
accumulate for periods of up to 3e4 weeks without transcellular
diffusion (Schmued and Fallon, 1986), apparent fading, or leakage
(Sellés-Navarro et al., 1996; Gómez-Ramírez et al., 1999). In recent
studies, we have documented that in adult SD albino and Piebald-
Viral-Glaxo (PVG, pigmented) rats, approximately 98.4% and 97.8%
respectively, of the total RGC population projects to the SCi (Salinas-
Navarro et al., 2009a). Similarly, in albino Swiss or pigmented
C57BL/6Nmice, 98.5%or96.6% respectively, of thepopulationof RGCs
project to the SCi (Salinas-Navarro et al., 2009b). Thus, in our studies,
to identify, quantify and study the distribution of the rodent RGC
population, we have applied FG or OHSt to the SCi. Brieﬂy, FG (Fluo-
rochrome Inc., Engelwood, CO, USA) or OHSt (Molecular Probes, Lei-
den, The Netherlands)were diluted to 3% or 10%, respectively, in 0.9%
NaCl containing 10% dimethyl sulphoxide (DMSO), and applied over
the surface of the SCi as previously described (Vidal-Sanz et al., 1988,
1993, 2000, 2001). After exposing the midbrain, a small pledget of
gelatin sponge (Spongostan Film, Ferrosan A/S, Dinamarca) soaked
in the tracer solutionwas applied over the entire surface of both SCi.
The craniotomywas covered with Spongostan and the skin sutured
with 5/0 silk (Lorca Marín, Murcia, España). Previous studies in our
laboratorydocumentedthatsevendays isanoptimal interval for FG to
trace the entire retinotectal RGC population (Peinado-Ramón et al.,
1996; Sellés-Navarro et al., 1996).
3.2.2. Tracer application to the ON
The RGC population may also be identiﬁed with neuronal tracers
applied to the ON which contains all retinofugal axons. In brief, the
posterior pole of the eye globe and the origin of the optic nerve were
exposed througha superior temporal intraorbital approach. Thedural
sheathwas divided longitudinally; theONwas gently separated fromthe sheath and completely transected at approximately 2 mm from
theeye (Vidal-Sanzetal.,1987). Theﬂuorescent tracersdextranDTMR
(Molecular Probes, Inc. Eugene, OR, USA), FG, or OHStwere applied to
the ocular stump of the ON as small crystals, or diluted at 6% or 10%,
respectively, as described for rats (Vidal-Sanz et al., 1988; Villegas-
Pérez et al., 1993; Lafuente López-Herrera et al., 2002) or mice
(Salinas-Navarro et al., 2009b). In a group of preliminary studies we
observed that 3 days for FG or OHSt and 2 days for DTMR was an
optimal interval to allow the tracer to label the RGC population
without interfering with the injury-induced cell death triggered by
the ON axotomy involved in the tracer application. DTMR is a reliable
and efﬁcient neuronal tracer in the visual system (WoldeMussie et al.,
2001; Salinas-Navarro et al., 2009a, 2009c, 2010)which, in contrast to
FG or OHSt, diffuses passively through the axon at an approximate
speedof2mm/h(Fritzsch,1993;WoldeMussieetal., 2001),producing
an intense labeling of the RGC soma, proximal dendrites and intra-
retinal axon (WoldeMussie et al., 2001).
3.2.3. Identiﬁcation of RGCs with speciﬁc neuronal markers: Brn3a
RGCs may also be identiﬁed by immunodetection of proteins
speciﬁcally expressed by them or by in situ hybridization to detect
their mRNAs. Among these markers are microtubule-associated
protein 1A (MAP1A) (McKerracher et al., 1989), g-synuclein (Soto
et al., 2008; Surgucheva et al., 2008), Bex1/2 (Bernstein et al.,
2006), Thy-1 (Barnstable and Dräger, 1984; Casson et al., 2004;
Chidlow et al., 2005), NeuN (Buckingham et al., 2008), Brn3a
(Quina et al., 2005; Weishaupt et al., 2005; Nadal-Nicolás et al.,
2009) and Brn3b (Fu and Sretavan, 2010). Thy1 is an RGC-speciﬁc
antigen (Casson et al., 2004; Chidlow et al., 2005) but the expres-
sion of Thy-1 is down regulated after injury, does not appear to
correlate with apoptosis markers and is also expressed by Müller
cells in vitro (Schlamp et al., 2001). Bex1/2 immunoreactivity has
been shown to be useful to evaluate, ex vivo, the distribution of
RGCs in control retinas and after optic nerve stroke. However, the
axonal and somatic expression pattern of this protein impairs the
development of automated quantiﬁcation routines. Detection of g-
synuclein RNA (Soto et al., 2008) has been used to quantitatively
investigate the fate of mice RGCs after OHT in DBA/2J mice, using
either manual (Cone et al., 2010) or automated routines (Nguyen
et al., 2011; Soto et al., 2011). Brn3a is a member of the POU-
domain family of transcription factors, which have been shown to
play important roles in the differentiation, survival and axonal
elongation during development (Wang et al., 2002). In mice, Brn3a
is speciﬁc to those RGCs projecting contralaterally to the SCi and
lateral geniculate nuclei of the thalamus (Quina et al., 2005).
At present, g-synuclein, Brn3a and Brn3b have been shown
suitable for automatic quantiﬁcation of the RGC population (Fu and
Sretavan, 2010; Galindo-Romero et al., 2011; Nguyen et al., 2011;
Sánchez-Migallón et al., 2011). Recently, our group reported that
Brn3a is a speciﬁc and reliable marker to detect and quantify the
whole population of adult rat RGCs (Nadal-Nicolás et al., 2009) and
the majority of adult mice RGCs (Galindo-Romero et al., 2011). The
expression of Brn3a provides an indirect indication of the functional
state of the RGC, because by day 3, axotomized RGCs showa gradual
diminution in the expression of Brn3a-mRNA (Agudo et al., 2008,
2009) that correlates with a gradual decrease in the amount of the
Brn3a protein as observed with Western blotting and immunohis-
toﬂuorescence (Nadal-Nicolás et al., 2009). In addition, Brn3a
expression does not decline within axotomized RGCs that are
maintained alive by the intraocular administration of brain derived
neurotrophic factor (BDNF) (Sánchez-Migallón et al., 2011) indi-
cating the suitability of Brn3a to assess neuroprotection. Retinal
injury may alter axonal transport in a proportion of surviving RGCs
(Lafuente López-Herrera et al., 2002; Avilés-Trigueros et al., 2003)
and this renders axonal tracers applied after injury a suboptimal
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a method of choice to assess RGC survival. Indeed, Brn3a is a useful
tool to quantify the RGC population in various models of retinal
injury, including axotomy (Nadal-Nicolás et al., 2009; Galindo-
Romero et al., 2011; Sánchez-Migallón et al., 2011), OHT (Salinas-
Navarro et al., 2009a, 2010; Cuenca et al., 2010) and photoreceptor
degeneration (García-Ayuso et al., 2010, 2011). Retinalwholemounts
were immunoreacted for Brn3ausing previously describedmethods
(Nadal-Nicolás et al., 2009). In brief, retinas were incubated over-
night with goat anti-Brn3a (C-20) antibody (Santa Cruz Biotech-
nologies, Inc. Santa Cruz, Ca, USA) diluted 1:100, and primary
antibodies were detected with the secondary Alexa Fluor-568
donkey anti-goat IgG (H þ L) antibody (Molecular Probes, Inc,
Eugene, OR, USA) diluted 1:500 in blocking buffer.
3.2.4. Identiﬁcation of GCL neurons. nuclear staining with DAPI
The majority of the amacrine cell population may be identiﬁed
with a combination of GABA and glycine staining, but there are no
speciﬁc markers for amacrine cells displaced in the GCL, whichmay
account for approximately 17% of their population (KielczewskiFig. 1. Control retinal wholemount, showing RGCs double-labeled with Fluorogold and Br
showing RGCs, labeled with FG (A) applied to both superior colliculi for one week and immu
reconstruction was prepared with the aid of a motorized stage on a ﬂuorescence micros
automatic frame-grabber device (Image-Pro Plus, V5; Media Cybernetics, Silver Spring, M
where the frames (outlined in red in A) were captured contiguously side-by-side with no
generated by assigning to each one of the 64 divisions of each individual frame a color code
to 3500 or higher RGCs/mm2 (red). RGCs retrogradely labeled with FG (A, C) or immunostain
in a region along a nasotemporal streak in the superior retina. This retina has 85,771 FGþRG
position. Scale bar, 1 mm.et al., 2005). Our strategy to study neurons in the GCL has con-
sisted of the combination of a ﬂuorescent nuclear dye (4’,6-dia-
midino-2-phenylindole DAPI) for the identiﬁcation of all GCL
neurons with Brn3a immunodetection for speciﬁcally detecting
RGCs; nuclei that were DAPI positive and Brn3a negative could be
interpreted as displaced amacrine cells. DAPI staining also iden-
tiﬁes the nuclei of endothelial cells, astrocytes and microglia, but
these can be distinguished on the basis of their morphology,
because endothelial cells have characteristically elongated nuclei,
whereas microglial and astrocytic cells can be identiﬁed with their
own speciﬁc markers, such as Iba-1 or glial ﬁbrillary acidic protein
(Sobrado-Calvo et al., 2007; Ramírez et al., 2010). In brief, after
Brn3a immunodetection, retinas were mounted with anti-fading
medium containing DAPI to counterstain all retinal nuclei (Vecta-
shield Mounting mediumwith DAPI, Vector, Atom, Alicante, Spain).
3.2.5. Identiﬁcation of RGC axons: Neuroﬁlament staining of the
nerve ﬁber layer of the retina
Neuroﬁlaments (NF), the main cytoskeletal proteins in mature
neurons, are formed by three subunits which are named high (H),n3a. Wholemount of a representative right retina from a control Sprague Dawley rat
nostained with Brn3a (B) and their corresponding isodensity maps (C, D). Wholemount
cope with a high-resolution camera connected to an image analysis system with an
D, USA). Retinal multi-frame acquisitions were photographed in a raster-scan pattern
gap or overlap between them. Isodensity map is represented as a ﬁlled contour plot
according to its RGC density value within a 28-step color scale range from 0 (dark blue)
ed with Brn3a (B,D) are distributed throughout the retina, but present higher densities
Cs and 88,587 Brn3aþRGCs. For all retinas the dorsal pole is orientated at the 12 o’clock
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These proteins are modiﬁed by post-translational changes among
which the most signiﬁcant is phosphorylation. The distribution of
the phosphorylated and nonphosphorylated isoforms of the neu-
roﬁlaments differs within the neuron, the nonphosphorylated
isoform locates predominantly in the soma, proximal dentrites
and proximal segment of the axon, while the phosphorylated
isoforms are present in the mature axon (Sternberger et al., 1985).
In the rodent retina, axonal injury induces an abnormal distribu-
tion of the phosphorylated high molecular weight neuroﬁlament
isoform (pNFH) in the RGC somata and proximal dendrites (Dräger
and Hofbauer, 1984; Vidal-Sanz et al., 1987; Villegas-Pérez et al.,
1988; Balkema and Drager, 1990; Silveira et al., 1994; Dieterich
et al., 2002). Antibodies to pNFH do not label displaced amacrine
cells in the RGC layer (Dräger and Hofbauer, 1984; Kong and Cho,
1999) and have been used to identify surviving injured RGCs
(Dräger and Hofbauer, 1984; Vidal-Sanz et al., 1987; Villegas-Pérez
et al., 1988, 1996, 1998; Wang et al., 2000, 2003; Marco-Gomariz
et al., 2006; Parrilla-Reverter et al., 2009b; García-Ayuso et al.,
2010, 2011).
In our studies, the intra-retinal course of RGC axons was
examined in retinal wholemounts with the monoclonal antibody
RT97, originally developed by John Wood (Wood and Anderton,
1981), obtained from the Developmental Studies Hybridoma Bank
developed under the auspices of the NICHD and maintained by the
University of Iowa (Department of Biological Sciences, Iowa City, IA
52242). This antibody was raised in mouse against Wistar rat
neuroﬁlaments and recognizes in Western blots the heaviest
phosphorylated subunit (200 kDa) of the neuroﬁlament triplet
(pNFH) (Wood and Anderton,1981; Anderton et al., 1982; Veeranna
et al., 2008). In our laboratory we have used this commercial
antibody extensively because, in our experience, RT97 labels RGC
axons intensely and only faintly labels the horizontal cell plexus in
the rodent wholemount retina (Vidal-Sanz et al., 1987; Villegas-
Pérez et al., 1988, 1996, 1998; Parrilla-Reverter et al., 2009b).
Moreover, it is a good marker for axotomized RGCs and their axons
(Parrilla-Reverter et al., 2009b).
Immunodetection of pNFH followed our standard laboratory
protocols (Villegas-Pérez et al., 1996, 1998; Marco-Gomariz et al.,
2006). In brief, retinas were incubated overnight with the primary
antibody (mouse anti-pNFH, clone RT97) diluted 1:1000. Secondary
detection was carried out by 2-h incubation with goat anti-mouse-
FITC antibody (F-4018, SigmaeAldrich, St. Louis, Missouri, USA)
diluted 1:50. After that, retinas were washed in PBS and mounted
vitreal side up on slides, with anti-fading mounting media.Fig. 2. IOP measurements after LP in adult albino rats and mice. A. Histogram representing
left eye (LE). IOP was measured at 6, 12, 24, 48 and 72 h and at 1, 2, 3, 4 and 8 weeks after
values, with a maximum at 12 h. At 1, 2, and 3 weeks the IOP was approximately 33, 35 and 17
greater than basal values, respectively. B. Histogram showing the mean (SD) IOP values in a
at 1, 2, 3, 4, 5, 6, 7, 8 and 14 days after LP. IOP values rose and peaked by day 1 after LP, were
end of two weeks.3.3. Retinal analysis
Retinas were viewed and photographed using a ﬂuorescence
microscope (Axioscop 2 Plus; Zeiss Mikroskopie, Jena, Germany)
equipped with an ultraviolet (BP 365/12, LP 397), a rhodamine (BP
546/12, LP 590) and a ﬂuorescein (BP 450/490, LP 515e565) ﬁlter, to
observe the white-gold ﬂuorescence of FG, OHSt or DAPI, orange-
red of DTMR or red of the Alexa Fluor-568 donkey anti-goat IgG
(H þ L) antibody, and the ﬂuorescein-conjugated antibodies,
respectively.
The microscope was equipped with a digital high-resolution
camera (ProgResTM C10; Jenoptik, Jena, Germany) and a computer-
driven motorized stage (ProScanTM H128 Series; Prior Scientiﬁc
Instruments, Cambridge, UK), controlled by Image Pro Plus image
analysis software (IPP 5.1 for Windows; Media Cybernetics, Silver
Spring, MD, USA) with a microscope controller module (Scope-Pro
5.0 for Windows; Media Cybernetics, Silver Spring, MD, USA).
Retinal wholemount reconstructions were obtained according
to the methods that were recently described in detail (Nadal-
Nicolás et al., 2009; Parrilla-Reverter et al., 2009b; Salinas-
Navarro et al., 2009a, 2009b, 2009c, 2010). In brief, retinal multi-
frame acquisitions were photographed in a raster-scan pattern in
which frames were captured side-by-side with no gap or overlap
between them with a 10 (for rat retina) or a 20 (for mouse
retina) objective. Single frames were focused manually before the
capture of each image, which was then fed into the IPP image
analysis program. A scan area was deﬁned to cover the whole
retina, consisting of a matrix of m frames in columns and n frames
in rows, where the total number of frames in the scan area is
indicated by frames in columns times frames in rows (m  n). The
scan area covers the entire retina, with a frame size of 0.627 mm2/
image in the rat retina (thus requiring 154 images to be taken for
each retina), or of 0.2161 mm2/image in the mouse retina (thus
requiring 140 images) each at a resolution of 300 dots per inch. The
images of each retina were saved in a folder as a set of 24-bit color
image pictures, and these images were later combined automati-
cally into a single, tiled, high-resolution composite image of the
whole retina using IPP. Reconstructed images were further pro-
cessed using image-editing software (Adobe Photoshop CS ver.
8.0.1; Adobe Systems Inc., San Jose, CA) when needed to produce
ﬁgures (Fig. 1).
3.3.1. Image processing and RGC counts
To obtain the total number of FGþRGCs, OHStþRGCs,
Brn3aþRGCs or DAPIþnuclei in each retina, the individual FG-,the mean (SD) IOP values in a group of rats (n ¼ 12) sacriﬁced 8 weeks after LP of the
LP. Within the ﬁrst 72 h after LP, the IOP was raised between 41 and 131% over control
% higher than basal values and at 4 and 8 weeks the IOP was approximately 15% and 2%
group of mice (n ¼ 18) sacriﬁced 17 days after LP of the left eye (LE). IOP was measured
maintained until day 5, and then gradually returned to basal preoperative values by the
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photomontage were processed by speciﬁc cell-counting subrou-
tines developed to automatically count labeled RGCs or nuclei in
each frame (Nadal-Nicolás et al., 2009; Salinas-Navarro et al.,
2009a, 2009b, 2009c, 2010). In brief, we used the IPP macro
language to apply a sequence of ﬁlters and transformations to
each image in order to clarify cell limits and separate individual
cells for automatic cell counting. Initially, the images were con-
verted to 8-bit grey scale images to discard the color information.
Illumination aberrations caused by the microscope optics were
removed by the ﬂatten enhancement ﬁlter which evens out the
background variations. This was followed by enhancement of the
edges of the cells using the large spectral ﬁlter, which extracts
positive edges (in this case ﬂuorescently stained bright cells)
from the dark background. A setting of 8% (kernel size 20  20)
was sufﬁcient to enhance the cell edges to make detection
simpler. Small artifacts and noise were removed by running three
passes of the median enhancement ﬁlter (kernel size 3  3). Cell
clusters were then separated by two passes of the watershed split
morphological ﬁlter which erodes objects until they split and
then dilates them until they do not touch. Finally, the cells in
each image were counted using predetermined parameters to
exclude objects that were larger than 300 mm2 or smaller than
7 mm2. These parameters correspond to the largest and smallest
individual FG-labeled objects detected as RGCs. For DAPIþ nuclei,
objects that were larger than 180 mm2 or smaller than 18 mm2
were excluded from counting. Finally, each count was exported to
a spreadsheet (Microsoft Ofﬁce Excel, 2003, Microsoft Corpo-
ration, Redmond, WA, USA) for statistical analysis.
RGCs showing aberrant RT97 staining in their soma
(RT97þRGCs) were counted in a masked fashion in naïve and
experimental retinas from animals sacriﬁced 17 (mice) or 21
(rats) days after LP. These survival intervals were chosen
because it has been shown in rats that the largest number of
RT97þRGCs occurs between two and three weeks after axotomy
(Parrilla-Reverter et al., 2009b). Digitized retinal wholemount
reconstructions were examined frame by frame at high magni-
ﬁcation with the aid of Photoshop software, and every
RT97þRGC was marked with a colored dot to identify either faint
or strong RT97 immunoreactivity. A subroutine developed with
the IPP image analysis program allowed counting of the number
of dots (RT97þRGCs) as well as their topological distribution
within each of the analyzed retinas (Parrilla-Reverter et al.,
2009b). The distribution of RT97þRGCs and FGþRGCS in these
retinas was examined by comparing their respective topological
maps.
3.3.2. Isodensity maps
To examine the distribution pattern of RGCs over the entire
retina, cell densities were calculated and represented as ﬁlled
contour plot graphs as recently described (Nadal-Nicolás et al.,
2009; Salinas-Navarro et al., 2009a, 2009b, 2009c, 2010). In brief,
we developed a speciﬁc subroutine using IPP macro language, in
which every frame was divided into 64 equally-sized rectangular
areas of interest (AOI) for rat retinas or into 36 rectangular AOI for
mice retinas. In each AOI, the RGC number was obtained using the
previously described cell counting subroutine and the cell density
was calculated. RGC densities were later exported to a spreadsheet
(Microsoft Ofﬁce Excel, 2003, Microsoft Corporation, Redmond,
WA) and ﬁnally, data were represented as ﬁlled contour plots
(Fig. 1) using a graphing software (Sigmaplot 9.0 for Windows,
Systat Software, Inc., Richmond, CA, USA) to construct pseudo-
colored isodensity maps in a scale of 28 different-colored steps,
ranging from 0 (dark blue) to 3500 or higher RGCs/mm2 (red) (for
rat retinas) and of 45 different steps ranging from 0 to 5625 cells/mm2 (for mice retinas). These upper limits were chosen on the
basis of earlier studies in the laboratory that showed mean highest
densities around this value. Cell density calculating errors due to
frames not fully occupied by retinal tissue on the whole retina
contour were minimized by the high number of AOI, with a rela-
tively small size in each frame, and by the near absence of RGCs in
the retinal periphery.
3.4. Statistics
Data are shown as mean  standard deviation (SD). Statistical
analyses of the differences between groups of retinas or groups
of animals were performed using non-parametric ANOVA tests
using Statistix V1.0 for Windows 95 software: the Krus-
kaleWallis test was used for comparisons of more than 2 groups
and the Mann Whitney test was used when comparing just two
groups. These statistical tests were two-sided, with an overall
type I error rate of 5%. For the functional studies, t-tests were
used for comparison between the percent response and between
the implicit time difference of both eyes prior to and after LP, and
one way ANOVA was applied to compare the responses along
different survival intervals (overall type I error rate of 5% for all
tests).
4. Effects of OHT: results and discussion
To study OHT-induced damage we have lasered the limbal and
perilimbal tissues of the albino rat or mouse eye, applied trans-
ported or diffusible neuronal tracers and molecular markers to
identify RGCs and their axons, and used our recently developed
technology to image the retinal distribution and to count the total
population of RGCs. In addition, ERG recordings were obtained in
albinomice to assess retinal function over short and long periods of
time after LP.
4.1. LP increases IOP in rat and mice
In all our experimental groups, IOP was measured before and
at several intervals within the ﬁrst 48 h after LP, and every day for
the ﬁrst week, as well as every week until the conclusion of the
experiment. The IOP of the right control eyes had comparable
basal values in all experimental groups for mice or rats,
throughout the study (Salinas-Navarro et al., 2009c, 2010; Cuenca
et al., 2010). In the lasered eyes there were some variations among
the maximum IOP values, but the results were very consistent
between the different groups of animals processed at various
survival intervals (Fig. 2). LP of the episcleral and perlimbar veins
resulted in a substantial elevation of the IOP, which increased to
twice its basal values by 12 h. Signiﬁcantly elevated IOP was
maintained for the ﬁrst week in mice and for the ﬁrst four weeks
in rats, and then gradually declined until reaching preoperative
values. Comparable increases of IOP have been reported by others
in albino (Johnson et al., 2000; Park et al., 2001; WoldeMussie
et al., 2001, 2004; Levkovitch-Verbin et al., 2002a; Martin et al.,
2003; Fortune et al., 2004; Danias et al., 2006; Yang et al., 2007;
Drouyer et al., 2008; Morrison et al., 2008; Schneleben et al.,
2009; Crish et al., 2010; Ebneter et al., 2010; Guo et al., 2010, 2011;
Huang et al., 2011; Lambert et al., 2011; Soto et al., 2011) and
pigmented (Grozdanic et al., 2004; Johnson et al., 2007) rats, or
albino (Fu and Sretavan, 2010; Fu et al., 2010) and pigmented
(Aihara et al., 2003b; Grozdanic et al., 2003a; Mabuchi et al., 2003,
2004; Ji et al., 2005; Nakazawa et al., 2006; Holcombe et al., 2008)
mice. Variability of the IOP is a common ﬁnding in rodent models
of glaucoma (Morrison et al., 2010) because different laser
methods result in different IOP elevation proﬁles with variations
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(Chauhan et al., 2002; Levkovitch-Verbin et al., 2002a; Danias
et al., 2006).
Our IOP values in albino mice (Salinas-Navarro et al., 2009c;
Cuenca et al., 2010) may be considered a subacute model of OHT
and this may be regarded as a disadvantage when compared to
a more chronic model of OHT, because an important feature of GON
is the insidious onset and slow progression of the disease overFig. 3. Topologic distribution of FGþRGCs in control and LP adult albino rat retinas. FG-tra
examined 1 (C), 2 (E, G), 3 (I, K), 8 (M, O), or 12 (Q,S) weeks after LP, and their respective is
distribution of FGþRGCs (A, B) as well as their pattern of loss after LP (CeT). The absence of
with their apex pointing to the ON. However, these images demonstrate that, in addition t
isodensity maps. For example, in the inferotemporal quadrant of the retinas shown in M a
a control retina (B), i.e in N and R there are only green and light blue colors, while in B ther
Color scale (T, bottom right) ranges from 0 (dark blue) to 3500 or higher RGCs/mm2 (
bar ¼ 1 mm.months and years. Nevertheless, the transient OHT is sufﬁcient to
induce a number of features that are typically found in inherited
mice model of OHT (Jakobs et al., 2005; Schlamp et al., 2006;
Buckingham et al., 2008; Soto et al., 2008) thus arguing for
a similar underlying pathological mechanism. Moreover, our rat
experiments (Salinas-Navarro et al., 2010), in which OHT lasts for
three to four weeks, also show comparable features to those
observed in the mice studies.ced retinal wholemounts of a representative control (A) or experimental rat retinas
odensity maps (B, D, F, H, J, L, N, P, R and T). These retinas and maps show the normal
FGþRGCs was preferentially in the superior retina and was clearly observed in sectors
o this focal loss, there is as well a diffuse loss, as evidenced by the cooler colors of the
nd in Q there are FGþRGCs, but their density (N, R) is lower than in the same area of
e are yellows-orange colors, thus providing a vivid demonstration of diffuse RGC loss.
red). For all retinas the dorsal pole is orientated at the 12 o’clock position. Scale
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In the ocular hypertensive retinal wholemounts, retrogradely
labeled from the SCi with FG in rats, or with OHSt in mice, there
were large sectors with either a complete absence or a pronounced
decrease in the number of retrogradely traced RGCs. The lack of
RGCs was localized preferentially on the dorsal retina (95% of the
cases for rats and 94% for mice), but also affected the inferior retina,
and varied from a small sector to several retinal quadrants. In
approximately 90% of the experimental retinas there were large
areas devoid of traced RGCs. These regions lacking retrogradely
labeled RGCs often adopted the form of triangular sectors with their
base located on the periphery and their apex in the optic disc. The
distribution of retrogradely labeled RGCs was examined in detail by
constructing a contour isodensity map for each retina. Represen-
tative examples illustrating typical areas lacking, or with lower
than normal densities of FGþ- or OHStþ-RGCs are shown in Fig. 3 for
rats and in Fig. 4 for mice. In agreement with previous studies of
OHT retinas from rats and mice (Levkovitch-Verbin et al., 2002a; Fu
and Sretavan, 2010), we observed variability in the severity of
retinal damage. Many of our pathological ﬁndings are comparable
to those reported in a commonly used pigmented mouse model of
inherited glaucoma (DBA/2J) (Jakobs et al., 2005; Filippopoulos
et al., 2006a; Schlamp et al., 2006; Howell et al., 2007a;
Buckingham et al., 2008; Soto et al., 2008; Son et al., 2010). The
inherited models also show a large variability both in the degree ofFig. 4. Topological distribution of OHSt-labeled RGCs in control and LP adult albino mice ret
examined 8 (C), 17 (E,G), 35 (I), or 63 (K) days after LP of the left eye, showing OHSt-labeled RG
regions with focal loss, that is, with almost no OHStþRGCs, and other regions with sparsely
OHStþRGCs restricted to awedge located between the 5 and 9 o’clock position. The retina illu
o’clock position, but there are also spared RGCs distributed throughout the rest of the retina, al
survival intervals examined, approximately 90% of the retinas showed areas with severe abse
Color scale (L, bottom left) ranges from 0 (dark blue) to 5625 or higher RGCs/mm2 (red). Forretinal degeneration as well as in the time course of the disease
development (Schlamp et al., 2006). The isodensity maps docu-
ment that in addition to retinal sectors devoid of traced RGCs, there
was also a diffuse loss of these neurons, even within the retinal
areas where traced RGCs were still present. Thus, the lack of
backlabeled RGCs is both focal and diffuse (Figs. 3 and 4).
The proximal segments of the ONs from the lasered-eyes, when
examined in cross-sections stained for neuroﬁlaments, showed
important alterations in their structure, with sectorial degeneration
of ON ﬁber bundles observed, which is in agreement with previous
observations in OHT retinas of primates (Quigley and Addicks,1980)
andmice (Mabuchi et al., 2004; Shclamp et al., 2006). Overall, these
results document that OHT results in substantial retinal damage, as
demonstrated by the lack of retrograde labeling in the retina and the
sectorial degeneration of axonal bundles in the ON head.
4.3. The lack of retrogradely traced retinal ganglion cells is not
a progressive event
A classic notion of GON is the progressive and gradual loss of
RGCs. To examine if the lack of retrograde RGC labeling was an
ongoing event, several groups of animals were analyzed at
increasing survival intervals of up to two months for adult mice, or
up to three months for adult rats. Though there was some vari-
ability in the numbers of retrograde-labeled RGCs and in the retinal
areas devoid of them, on the whole the results were ratherinas. Retinal wholemounts of representative mice control (A) and experimental retinas
Cs and their corresponding isodensity maps (B, D, F, H, J and L). Note that there aremany
distributed RGCs. For example, the retina illustrated in E,F shows a region containing
strated in C,D, also shows OHStþRGCs within a large sector located between the 5 and 10
though in smaller densities, as reﬂected by the cooler than normal colors. In the different
nce of RGCs. This absence was mainly located (in 94% of the retinas) in the dorsal retina.
all retinas the dorsal pole is orientated at the 12 o’clock position. Scale bar ¼ 1 mm.
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groups of retinas; a lack of retrograde labeling in approximately
75e80% of the total RGC population in both species. In rats, the
population of FGþRGCs was greater one week after LP than after
two weeks. From this time point up to 12 weeks there was no
further loss, with the number of FGþRGCs remaining at 20% of the
levels quantiﬁed in the untouched contralateral retinas. In mice the
major lack of OHStþRGCs was already observed by one week after
LP without additional loss at 2, 5 or 9 weeks (Fig. 5). Earlier studies
had documented that RGC loss after ON section occurs in two
phases, an early one of twoweeks during which approximately 80%
of the RGC population dies and a second more protracted that
continues throughout the life of the animal (Villegas-Pérez et al.,
1993). Overall, our present data in rodent OHT retinas are in
agreement with our previous studies on the course of RGC loss in
rodent models of axotomy (rats: Villegas-Pérez et al., 1993;
Peinado-Ramón et al., 1996; Parrilla-Reverter et al., 2009a; Sán-
chez-Migallón et al., 2011; mice: Alarcón-Martínez et al., 2010;
Galindo-Romero et al., 2011) as well as in rodent models of tran-
sient ischemia of the retina induced by elevation of the intraocular
pressure above systolic levels (Sellés-Navarro et al., 1996) or by
selective ligature of the ophthalmic vessels (Lafuente et al., 2002;
Lafuente López-Herrera et al., 2002), in that the majority of the
RGC population dies within the ﬁrst two weeks after these types of
injury. However, our results in the OHT rodent retinas indicate that
the lack of retrogradely labeled RGCs appears soon after LP and
does not progress signiﬁcantly thereafter, and this might appear to
be at odds with the classic concept of progressive RGC loss induced
by axotomy (Villegas-Pérez et al., 1993) and observed also in the
ischemia models (Sellés-Navarro et al., 1996; Lafuente et al., 2002).
Certainly, inter-animal variability in the extent of OHT-induced
retinal damage might implicate variations in the starting time
point for injury to different axon bundles thus making it difﬁcult to
compare and correlate the time course of RGC loss. However, amost
likely explanation for this abrupt, non-progressive death kineticFig. 5. The lack of retrogradely traced RGCs is not a progressive event. Temporal course of re
(A) or mice (B), respectively. A. Histogram representing the mean (SD) total numbers of FG
of adult rats. To identify RGCs capable of retrograde axonal transport, FG was applied to bot
fellow retinas (RE) of these subgroups were within the range of previously published data
FGþRGCs were signiﬁcantly smaller (approximately one fourth to one ﬁfth) when compared
diminished considerably between 8 days and 2 weeks, but not between 2 and 12 weeks, ind
not progress further. B. Histogram representing the mean (SD) total numbers of OHStþRGCs
To identify RGCs capable of retrograde axonal transport, OHSt was applied to the SCi one we
RE retinas of these four groups were within the range of previously published data (Salinas
was approximately one fourth to one ﬁfth of the total numbers of OHStþRGCs found in the RE
retinas was comparable at all survival points, it is likely that the lack of retrograde axonal tran
published studies in rats (Salinas-Navarro et al., 2010) and mice (Salinas-Navarro et al., 200may relay on the fact that in the present studies RGCs were iden-
tiﬁed with FG or OHSt applied to their target regions at different
intervals after LP and as discussed above (section 3.2.3) and below
(section 4.4.) this technique may not reﬂect properly RGC survival
but rather an alteration of the retrograde axonal transport. Indeed,
when Brn3a was used to determine RGC survival there was
a progressive loss of RGCs between one and ﬁve weeks after LP (see
next section 4.4).
4.4. The lack of labeled RGCS is due to retrograde axonal transport
impairment and/or RGC death
Following FG application to the SCi in the albino rat, RGCs ﬁrst
appear labeled by 2e3 days, reachingmaximumvalues by 5e6 days,
which aremaintained for up to 4weeks,when the tracer signal starts
to progressively decline (Sellés-Navarro et al., 1996; Gómez-Ramírez
et al., 1999). In LP-retinas, the presence of the tracer within the RGC
bodies implies an active retrograde transport from the axon termi-
nals in the SCi all the way back to the retina, a distance of approxi-
mately 20 mms in the adult rat. It is possible that the absence of
retrograde-labeled RGCs observed in these LP-retinas is related to
a functional impairmentof the axoplasmicﬂow, ashasbeenobserved
following other types of retinal injuries, such as transient ischemia of
the retina. Indeed, a proportion of the RGC population that survives
transient ischemia exhibits impairment of retrograde axonal trans-
port (Lafuente López-Herrera et al., 2002; Avilés-Trigueros et al.,
2003; Mayor-Torroglosa, 2005; Vidal-Sanz et al., 2007).
To further investigate this question, we examined additional
groups of rats (Fig. 6) andmice (Fig. 7) retinas that were analyzed at
8 or 32, and at 8 or 35 days after LP, respectively, with two different
methods used to identify RGCs. FG (rats) or OHSt (mice) was
applied to both SCi to identify RGCs maintaining a functional
retrograde axoplasmic transport, while Brn3a immunohisto-
ﬂuorescence was used to identify surviving RGCs. Control retinas
showed the typical normal distribution of FGþ- or OHStþRGCstrograde axonal transport impairment 8 days to 12 weeks, or 8e63 days after LP in rats
þRGCs in the left (LE) and right (RE) retinas 8 days, 2, 3, 8 or 12 weeks after LP of the LE
h SCi one week prior to animal euthanasia. The mean total numbers of FGþRGCs in the
(Salinas-Navarro et al., 2009a). However, in the LP-retinas the mean total numbers of
to their untouched contralateral retinas. The total numbers of FGþRGCs in the LE retinas
icating that the major loss of FGþRGCs occurs between 8 and 14 days after LP and does
in the left (LE) and right (RE) retinas 8, 17, 35 or 63 days after LP of the LE of adult mice.
ek prior to animal euthanasia. The mean total numbers of OHStþRGCs in the untouched
-Navarro et al., 2009b). However, the mean total number of OHStþRGCs in the LP-eyes
retinas at all intervals studied. Because the mean total number of OHStþRGCs in the LP-
sport does not progress beyond 8 days. Data presented in this ﬁgure include previously
9c) as well as data from additional experimental groups in rats.
Fig. 6. Lack of back-labeled RGCs in rats is due to axonal transport impairment and to RGC loss. Wholemount of a control rat retina labeled with FG (A) and immunostained for
Brn3a (B) and the corresponding isodensity maps (C, D). To identify RGCs capable of retrograde axonal transport, FG was applied to both superior colliculi (SCi) one week prior to
sacriﬁce, while surviving RGCs were identiﬁed with Brn3a immunohistoﬂuorescence. In adult rats, RGCs typically tend to distribute over the retina with a higher density in the
superior retina, forming a nasotemporal visual streak which is clearly observed in the isodensity maps (C, D). E-H. Representative examples showing experimental retinas analyzed
one (E, F) or four weeks (G, H) after LP, showing the isodensity maps of their FGþRGCs (E,G) and Brn3aþRGCs (F,H). Note that the numbers of FGþRGCs are smaller than the number
of Brn3aþRGCs at one week, indicating that already within the ﬁrst week after LP there is a compromise in retrograde axonal transport of FG from the SCi in a large population of
RGCs that are still present in the retina, as evidenced by their Brn3a expression. Color scale (H, bottom right) ranges from 0 (dark blue) to 3500 or higher RGCs/mm2 (red). Retinas in
A and B, show a total of 86,546 FGþRGCs and 88,997 Brn3aþRGCs, respectively. Retinas in E and F, show a total of 19,769 FGþRGCs and 81,706 Brn3aþRGCs, respectively. Retinas in G,
H, show a total of 16,331 FGþRGCS and 17,261 Brn3aþRGCs, respectively. For all retinas the dorsal pole is orientated at the 12 o’clock position. Scale bar ¼ 1 mm.
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Fig. 7. Lack of back-labeled RGCs in mice is due to axonal transport impairment and to RGC loss. Wholemount of a control mice retina (AeD) labeled with OHSt (A), immunostained
for Brn3a (B) and the corresponding isodensity maps (C, D). To identify RGCs capable of retrograde axonal transport, OHSt was applied to both superior colliculi (SCi) one week prior
to sacriﬁce while surviving RGCs were identiﬁed with Brn3a immunohistoﬂuorescence. In adult mice, RGCs typically tend to distribute over the retina with a higher density in the
superior retina along a nasotemporal visual streak which is clearly observed in the isodensity maps (C, D). EeH. Representative examples of experimental retinas analyzed one (E, F)
and ﬁve weeks (G, H) after LP, showing the isodensity maps of their OHStþRGCs (E,G) or Brn3aþRGCs (F,H). Note that the numbers of OHStþRGCs are smaller than the number of
Brn3aþRGCs at one week, indicating that already within the ﬁrst week after LP there is a compromise in retrograde axonal transport of OHSt from the SCi in a large population of
RGCs that are still present in the retina, as evidenced by their Brn3a expression. Color scale (H, bottom right) ranges from 0 (dark blue) to 5625 or higher RGCs/mm2 (red). Retinas in
A and B, show a total of 52,010 OHStþRGCs and 50,215 Brn3aþRGCs, respectively. Retinas in E and F, show a total of 13,895 OHStþRGCs and 24,451 Brn3aþRGCs, respectively. Retinas
in G, H, show a total of 4860 OHStþRGCs and 4433 Brn3aþRGCs, respectively. For all retinas the dorsal pole is orientated at the 12 o’clock position. Scale bar ¼ 1 mm.
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and along the horizontally oriented visual streak (Figs. 6 and 7A, B).
As previously shown (Nadal-Nicolás et al., 2009; Galindo-Romero
et al., 2011), the retinal distribution of Brn3aþRGCs paralleled the
distribution of the FGþ- or OHStþRGCs (Figs. 6 and 7C, D). However,
the LP-retinas examined at 8 days showed total numbers of
Brn3aþRGCs greater than the total numbers of retrogradely labeled
RGCs, both in rats (Figs. 6E, F and 8A) (Mann Whitney test,
p < 0.001) and mice (Figs. 7E, F and 8B) (Mann Whitney test,
p < 0.001), indicating that, within the ﬁrst few days after lasering,
the absence of the tracer is due to an alteration of axonal transport
in some of the surviving Brn3aþRGCs, which are unable to transport
the tracer from the SCi back to their somata. This observation
further supports the concept that not all surviving RGCs retain
normal physiological properties (Lafuente López-Herrera et al.,
2002). Indeed, several recent studies in rats (Lambert et al., 2011;
Soto et al., 2011) and mice (Soto et al., 2008; Buckingham et al.,
2008; Crish et al., 2010) have showed important alterations in the
retrograde and orthograde axonal transport in RGCs associated
with OHT. This clear mismatch is represented in detailed isodensity
maps of representative examples (Fig. 6 and 7EeH) as well as in
Fig. 8, where the mean total numbers of labeled RGCs in rat and
mice are shown (Fig. 8). In addition, these results also document
that within the ﬁrst weeks after LP there is RGC death as evidenced
by the signiﬁcant decrease in the total numbers of Brn3aþRGCs
between 8 and 32 days after LP for rats (Figs. 6 F, H and 8A) (Mann
Whitney test, p < 0.001), and between 8 and 35 days for mice
(Figs. 7 F, H and 8B) (Mann Whitney test, p < 0.005). Because the
loss of traced RGCs does not progress further after 1 and 2 weeks in
mice and rats, respectively, these data may indicate that all the
RGCs whose retrograde axonal transport is altered, die progres-
sively as consequence of this damage, with a maximum of survival
of 35 or 32 days in mice or rats, respectively.
4.5. The lack of axonal transport appears ﬁrst functional and then
mechanical
The possibility that retrograde axonal transport impairment
appears ﬁrst functionally and then becomes mechanical wasFig. 8. Retrogradely traced RGCs and Brn3aþRGCs, short and long periods of time after LP.
(with FG in rats or with OHSt in mice) or immunostained with Brn3a in the left (LE) and righ
ganglion cells capable of retrograde axonal transport were identiﬁed with FG or OHSt applie
immunohistoﬂuorescence identiﬁed surviving RGCs. The total numbers of retrogradely labe
points. However, in rats (A), the total numbers of FGþRGCs in the LE represented respectivel
or 32 days, while at the same points the total numbers of Brn3aþRGCs in the LE represented
data demonstrate that, at one week after LP, the population of surviving RGCs (Brn3aþRGCs)
of OHStþRGCs in the LE represented 28% and 21% of the total numbers of FGþRGCs found in t
LE represented 49% and 20% of the total numbers of Brn3aþRGCs found in their contral
(Brn3aþRGCs) is much larger than the population of OHStþRGCs at one week. Thus, in both ra
due to an impairment of the retrograde axoplasmic transport in a large proportion of the su
from additional groups of experiments.explored. Populations of RGCs labeled by active retrograde trans-
port of FG or OHSt applied to both SCi for a week were compared
with populations of RGCs labeled by passive diffusion of DTMR
applied to the ocular stump of the intraorbitally transected ON for
two days. These retinas were analyzed between 1 and 12 weeks
after LP. Between one and two weeks after LP, FGþRGCs or
OHStþRGCs were conﬁned to the typical wedge sectors, while the
DTMRþRGCS were not restricted to them, but scattered throughout
the retina. Whereas most if not all RGCs retrogradely labeled from
the SCi with FG or OHTs were also doubly labeled with DTMR, the
areas of the retina containing DTMRþRGCs were larger than those
with FGþRGCs or OHStþRGCs (Fig. 9). These results indicate that
passive diffusion (or retrograde transport) of DTMR from the ocular
portion of the ON stumpwas possible in a larger population of RGCs
than that still capable of active retrograde transport from the SCi,
implying that shortly after LP the surviving RGCs suffer a functional
impairment of their retrograde axoplasmic transport. At longer
survival intervals however, in the groups of rats analyzed at 3 or
more weeks (Fig. 10) and in the groups of mice analyzed at 17 days
or longer (Fig. 11), this mismatch disappeared and there was a close
correspondence between the retinal areas devoid of FGþ- or
OHStþRGCs and of DMTRþRGCs (Figs.10 and 11).We interpret these
results in rats and mice as indicating that at later time points after
LP the absence of backlabeled RGCs is due not only to an alteration
of active axoplasmic transport but also due to a lack of passive
diffusion of the dextran. Thus it is likely that the absence of active
and passive axonal transport is the consequence of axonal
compression near the ON head.
4.6. Degenerative events in the nerve ﬁber layer mimic an axotomy-
like insult
As mentioned above, the proximal segments of the ONs from
LP-retinas, when examined in cross-sections stained for neuro-
ﬁlaments, showed sectorial degeneration that was compatible with
a focal injury to bundles of ON axons (Fig. 12). These ﬁndings
prompted us to examine the nerve ﬁber layer by neuroﬁlament
staining in the period shortly after LP and up to 12 weeks. In
wholemounts of control retinas, RT97þaxons conﬂuence intoA.B. Histograms showing the mean (SD) total numbers of RGCs retrogradely labeled
t (RE) retinas 8 or 32 days after LP for rats (A) or 8e35 days after LP for mice (B). Retinal
d to both superior colliculi (SCi) for one week prior to animal euthanasia, while Brn3a
led RGCs or Brn3aþRGCs in the RE in rats (A) or mice (B) were comparable at all time
y, 40% and 13% of the total numbers of FGþRGCs found in their contralateral retinas at 8
92% and 14% of the population of Brn3aþRGCs found in their contralateral retinas. These
is much larger than the population of FGþRGCs. Similarly, in mice (B), the total numbers
heir fellow retinas at 8 or 35 days, respectively. The total numbers of Brn3aþRGCs in the
ateral retinas at 8 or 35 days, demonstrating that the population of surviving RGCs
ts and mice the lack of retrograde labelling is not only due to RGC degeneration but also
rviving RGCs. Mice data (B) are from Salinas-Navarro et al. (2009c), while rat data are
Fig. 9. In rats, OHT impairs retrograde active axoplasmic transport before affecting passive axonal diffusion. To identify RGCs capable of retrograde axonal transport, FG was applied
to both SCi 1 week prior to animal processing, while RGCs with a competent axon at the level of the ON head were labeled with DTMR applied to the ocular stump of the
intraorbitally transected ON 2 days prior to animal processing. A, B. Representative control retinal wholemount, labeled with FG (A) and with DTRM (B) showing the typical
distribution of RGCs in the rat retina. CeF. Examples of individual representative experimental retinas of rats analyzed two weeks after LP. While FGþRGCs appear restricted to small
wedge-pie sectors of the retina, DTMRþRGCs are distributed in larger areas. For example, there is a clear mismatch between the smaller number of FGþRGCs (almost none in C, E)
and the larger number of DTMRþRGCs (D, F), which in addition, are more widespread. These observations illustrate that shortly after LP the retrograde active transport of FG from
both SCi is halted before passive diffusion of DTMR from the ON head. For all retinas the dorsal pole is orientated at the 12 o’clock position. Scale bar ¼ 1 mm.
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radial fashion with a straight trajectory. However, a typical ocular
hypertensive retina shows an abnormal pattern of RT97 immuno-
reactivity within the sectors lacking retrogradely-labeled RGCs,
from shortly after LP right up to 12 weeks after LP. This immuno-
reactivity consists of a number of features including the presence of
bulbous endings, intensely stained RGC somata, as well as typical
beaded axons, all of which are characteristics of degenerating RGCs
and had been described after intraorbital optic nerve axotomy
(Parrilla-Reverter et al., 2009b) (Fig. 12). Moreover, this analysis
revealed that the alterations observed within the RGC axons and
their somata parallel those observed after ON crush, rather than ON
cut (Parrilla-Reverter et al., 2009b).Consistent with our previous ﬁndings that a large population of
surviving Brn3aþRGCs (Figs. 6 and 7) had lost their capacity for
active retrograde axonal transport, in LP-retinas there were some
RT97þRGCs as well as bundles of RT97þaxons within the sectors
lacking retrogradely-labeled RGCs. In fact, RT97þaxons were
present even 12 weeks after LP, at a time when approximately 80%
of the RGC population is already disconnected from their target
region in the brain. This suggests that the retrograde degeneration
of RGC axons is a lengthy process, which is consistent with
previously reported studies (Mayor-Torroglosa et al., 2004; Vidal-
Sanz et al., 2005; Villegas-Pérez et al., 2005; Salinas-Navarro et al.,
2006; Schlamp et al., 2006; Soto et al., 2008; Howell et al., 2007a;
Buckingham et al., 2008). As previously shown after ON axotomy
Fig. 10. Matching topological distribution of FGþ or DTMRþRGCs several weeks after LP in rats. Retinal wholemounts of representative experimental retinas analyzed 12 weeks after
LP, illustrating the topological distribution of surviving FGþRGCs (A, C and E) or DTMRþRGCs (B, D and F). The lack of mismatch and close correspondence between the areas lacking
back-labeled RGCs with both tracers is evident for each one of the representative retinas. For example, the retina shown in A, is almost devoid of back-labeled RGCs in a sector
between the 3 and 5 o’clock position, and this distribution corresponds closely the topology of DTMRþRGCs (B). Similarly, the retina in E shows FGþRGCs throughout the retina, but
lacking from a sector (between the half-past 7 and the 9 o’clock position) where DTMRþRGCs are also lacking. These ﬁndings document that the lack of labeled RGCs is due not only
to an impairment of active retrograde axonal transport from the SCi back to the retina, but also to an actual lack of passive diffusion along the RGC axon from the ON head, and this is
consistent with the notion of a mechanical obstruction altering passive diffusion and active retrograde axonal transport. For all retinas the dorsal pole is orientated at the 12 o’clock
position. Scale bar ¼ 1 mm.
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eration of the intra-retinal axons indicate that it is difﬁcult to
predict RGC survival based on the appearance of the nerve ﬁber
layer because it is not a mirror image of the RGC population that
maintains a connection with the brain.
The degree of RT97 immunoreactivity within the RGCs somata
and primary dendrites varied from a faint, but clear, staining to
a very intense labeling. The mean total (SD) numbers of
RT97þRGCs in naïve mice or rat retinas, were 8  7 or
0.25  0.38, respectively. In contrast, in retinas examined 17 or 21
days after LP, the mean total numbers of RT97þRGCs had
increased to 271  78 (n ¼ 8) or 769  431 (n ¼ 13), for mice or
rats, respectively. Out of the total number of RT97þRGCs,
approximately 30% were intensely and 70% were faintly stained.This represented in the best case only 1% or 2% of the normal
population of RGCs in mice or rats, respectively, but nevertheless
the number of RT97þRGCs in the LP-retinas was greatly increased
when compared to naïve retinas.
The distribution of RT97þRGCs was compared to the topo-
logical distribution of FGþRGCs or OHStþRGCs in mice or rats
retinas. These maps show another typical feature of these retinas
(Fig. 13). While a retina with a complete ON lesion would show
RT97þRGCs and abnormal axons across its entire surface (see
Fig. 7 in Parrilla-Reverter et al., 2009b), in the present experi-
ments the aberrant staining of RT97 in RGC somata and axons,
was distributed preferentially within the regions of the retina
lacking retrogradely-labeled RGCs. Importantly, none of the
retrogradely-labeled RGCs showed RT97 staining in their somas.
Fig. 11. Matching topological distribution of OHStþ or DTMRþRGCs several weeks after LP in mice. AeC. Representative control retinal wholemount, labeled with OHSt (A) and with
DTMR (B) showing the typical distribution of RGCs in the mouse retina, which is clearly observed in the OHSt isodensity map (C). DeF. Examples of a representative experimental
retina analyzed 5 weeks after LP, where the correspondence between the OHStþRGCs (D) and the DTMRþRGCs (E) is almost complete, as shown in the OHStþRGCs isodensity map
(F). For all retinas the dorsal pole is orientated at the 12 o’clock position. Scale bar ¼ 1 mm.
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transport was maintained, axons and RGC somata had not been
injured.
Overall, the degenerative events that take place in the RGC layer
of our OHT-murine retinas, as observed with the RT97 immuno-
histoﬂuorescence are typical of an axotomy-like insult, and suggest
that a crush-like type of insult may be triggering RGC degeneration.
In OHT-albino mice retinas, Fu and Sretavan (2010) reported aber-
rant axonal growth and reactive plasticity of retinal axons near the
optic disc, much like what was previously observed after complete
intraorbital optic nerve transection in adult rats (Vidal-Sanz et al.,
1987; Villegas-Pérez et al., 1988; Sawai et al., 1996). Moroever,
aberrant pNFH accumulations within retinal neurons have also
been observed after OHT-induced retinal injury by a number of
independent groups (Buckingham et al., 2008; Soto et al., 2008;
Salinas-Navarro et al., 2009c, 2010).4.7. OHT does not affect displaced amacrine cells in the ganglion
cell layer
Several groups of OHT-rat retinas were analyzed at 4 (n ¼ 9), 12
(n ¼ 6) or 24 (n ¼ 3) weeks after LP and the entire population of
Brn3aþRGCs and DAPIþnuclei in the GCL was quantiﬁed automat-
ically. For each retina, isodensity maps were generated to show the
spatial distribution of Brn3aþRGCs and DAPIþnuclei. The retinas for
these groups showed the typical sectors lacking Brn3aþRGCs, and
the total mean numbers of Brn3aþRGCs in the left retinas of each of
these groups were signiﬁcantly smaller and amounted to 22, 15 and
34% respectively, of those found in their corresponding fellow
retinas (Salinas-Navarro et al., 2011). Thus, in agreement with our
previous studies, LP-retinas showed a mean survival of approxi-
mately 25% of the total RGC population. The total numbers of DAPI
stained nuclei in the right (untouched) retinas of these three groups
Fig. 12. Theaberrant expressionof pNFH is compatiblewith anONcrush-like injury. AeF. Fluorescencephotomicrographs fromrepresentative corresponding regions of a control (AeC)
and experimental retina (DeF), with FG applied to the SCi for one week, and processed 32 days after LP for Brn3a and RT97 (pNFH) immunohistoﬂuorescence. AeC. In control right
retinas FGþRGCs appear in normal densities (A), andmost of these are also double-labeledwith Brn3a (B), but none appear to also be immunoreactive for RT97,whose signal is restricted
to bundles of axons, as shownwith a multiﬂuorescence ﬁlter that allows observation of all three colors (C). The experimental retina shows a reduced number of FGþRGCs (D), many of
which are also double-labeledwithBrn3a (E). Interestingly, in this retina someRGCs showRT97 immunoreactivity in their somata. These still express Brn3a butwerenot tracedwith FG,
as shownwithamultiﬂuorescenceﬁlter (F).G,H. Photomicrographsof the inferior region in a representative retinaprocessed4weeks after LP, showinga sector that lacks orhas very few
FGþRGCs (G). H. The same region showing the nerve ﬁber layer, detected by RT97 staining, shows typical features of axotomy-induced retrograde axonal degeneration, such as RT97-
intensely stained RGC somata, aswell as beaded axons. Note that in the sector lacking FG-labeled RGCs there are RT97þ axonal bundles converging toward the optic disk throughout the
retina. Dashed line delineates the tentative border of the sector. J, L. Parafﬁn embedded 3 mm thick cross sections from the proximal segments of the optic nerves showing RT97 im-
munostaining in the right (J) and left (L) opticnerves fromaratexamined4weeks after LP. TheRT97 signal depicts axonal bundlewith anormal appearance in the right eye (J)while in the
left LP-eye there is a focal area lacking RT97 immunoreactivity, which is typical of axotomy-induced anterograde degeneration. Scale bars for AeF ¼ 50 mm. G-L ¼ 100 mm.
Fig. 13. Topological mismatch of RT97þRGCs and FGþRGCs in OHT retinas. AeD. Whole-mount of a representative experimental left retina analyzed 32 days after LP and double-
labeled with FG (A) and RT97 (C). B and D illustrate the topological distribution of the 34,736 FGþRGCs (B) and the 607 RT97þRGCs (D) present in this retina. Note the lack of
correspondence between the areas containing RT97þRGCs and the areas containing FGþRGCs; in fact, both populations have an almost complementary distribution. Color density
scale of the FGþRGC isodensity maps (B top right) ranges from 0 (dark blue) to 3500 or higher RGCs/mm2 (red). RT97þRGCs are represented as dots over the outline of the retinal
wholemount. For all retinas the dorsal pole is orientated at the 12 o’clock position. Scale bar, 1 mm.
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total numbers found in the left, experimental LP-retinas. A striking
observation in retinal wholemounts was the presence of large
sectors of the retina lacking Brn3aþRGCs, and when these same
retinas were examined for DAPI staining there were no clear
regions of the retina devoid of nuclear staining (Fig. 14) (Salinas-
Navarro et al., 2011). These data indicate that in our rat OHT
model, within the GCL there is selective loss of RGCs but not of
other non-RGC neurons, presumably displaced amacrine cells.
Interestingly, amacrine cells are thought to be preserved in glau-
coma (Jakobs et al., 2005; Kielczewski et al., 2005; Moon et al.,
2005), and many glaucoma models suggest loss of RGCs without
affecting other GCL neurons (Jakobs et al., 2005; Kielczewski et al.,
2005; Cone et al., 2010) indicating the LP model has some
anatomical validity. Whether damage induced by OHT affects other
outer and inner rat retinal layers, as occurs in mice (Cuenca et al.,
2010) has not been investigated in our present studies in rats, but
preliminary data from ongoing studies in the Laboratory suggest
that OHT in rats lead to long-term degeneration of photoreceptors
(unpublished observations). Given the intricacy of the connections
of the amacrine cells with the RGCs (Masland, 2011), it is likely that,
even though displaced amacrine cells persist in these OHT retinas,
the loss of their connections with the missing RGCs will certainly
induce important functional and molecular alterations in the
amacrine cells with a probable impact on the retinal function, but
these need to be further characterized.4.8. OHT may affect outer and inner nuclear layer retinal neurons
A classic GON hallmark has been considered the selective
damage of RGCs and their axons in sufﬁcient numbers to produce
visual ﬁeld deﬁcits, without involving other non-RGC neurons in
either the outer or inner nuclear retinal layers. However, not all
investigators agree that the damaged caused by GON in humans or
by OHT in experimental models is restricted to RGCs and their
axons. In humans for instance, several studies of GON or OHT
retinas have reported loss of neurons in the outer nuclear layer
(ONL) (Panda and Jonas, 1992; Nork et al., 2000; Choi et al., 2011)
and in the inner nuclear layer (INL) (Lei et al., 2008, 2010). Using
multiphoton imaging of DAPI-stained postmortem human glau-
comatous retinas to quantify neurons, a signiﬁcant neuron loss was
observed in the INL and ONL within the central region of the retina
(Lei et al., 2008, 2010). More recently Choi et al. (2011) have shown
that in advanced human GON there is loss of photoreceptors.
To study whether OHT-induced retinal damage affects other
non-RGC neurons in the mouse retina we have analyzed the ERG
recordings, because with this approach it is possible to assess the
functionality of the innermost, inner and outer retinal neurons
(Alarcón-Martínez et al., 2009, 2010; Salinas-Navarro et al.,
2009c). At baseline measurements, simultaneous ERG recordings
were recorded from the right and left eyes of each mouse before
laser treatment. These recordings showed that there were no
differences between eyes in either the STR, a-wave and b-wave
Fig. 14. OHT induces loss of RGCs but not of other cells in the GCL. AeH. Wholemounts from representative control (AeD) and experimental (EeH) retinas immunoreacted for Brn3a
(A, E) and stained with DAPI (C, G) and their corresponding isodensity maps (B, D, F and H). The control retina illustrates the normal distribution of Brn3aþRGCs (A, B) and of DAPI-
stained nuclei in the GCL (C, D), which are densest in the central retina. A representative experimental left retina, 12 weeks after LP (E) and its isodensity map (F) showing lack of
Brn3aþRGCs (E), except in the wedge-shaped sector located between the half-past 4 and 7 o’clock position (F). The same retina shows large numbers of DAPI stained nuclei in the
areas lacking Brn3aþRGCs (G) as reﬂected in the DAPI isodensity map (H). IeL. Higher power micrographs from the retina shown in (EeH) illustrate that the areas devoid of
Brn3aþRGCs (I, K) present large numbers of DAPI stained nuclei (J, L), many of which may be displaced amacrine cells and some are probably microglial cells. K and L are inserts from
I and J, respectively. Scale bars for AeH ¼ 1 mm. IeJ 500 mm. KeL ¼ 200 mm.
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LP, it was observed that elevated IOP was associated with
a signiﬁcant reduction in the ERG waves, including the pSTR, the
a-, and the b-waves in the left, LP-eye. These reductions were
observed by 24e48 h and remained throughout the period of
study in all the analyzed groups. Moreover, the implicit times
were signiﬁcantly longer than those recorded from control right
eyes. Recordings from a representative mouse examined longi-
tudinally prior to, and at 24 h, 1, 2, 4, 6, and 8 weeks after LP are
shown in Fig. 16 and illustrate that reductions in pSTR after LP are
maintained over time. ERG recordings from the different groups
of mice showed, in the left LP-eye, mean reductions in the
scotopic and mixed ERG recordings at all survival intervalsexamined. When compared to their contralateral eye, their a-, b-
wave, and pSTR amplitudes were reduced to approximately 73%,
73%, and 62%, respectively, of their control values at 2 weeks after
LP. At 8 weeks after LP these reductions were 52%, 72%, and 52%,
respectively, of their control values and at 12 weeks after LP, the
reductions were 44%, 50%, and 23%, respectively. These values
were also signiﬁcantly smaller than the values recorded prior to
LP (t-test, p < 0.05 for all times and waves). Overall these results
demonstrate important reductions in the a-, b-wave and pSTR
amplitudes that were already obvious by one week after LP and
persisted for up to 12 weeks after LP, the longest time point
examined in our studies (Salinas-Navarro et al., 2009c; Cuenca
et al., 2010), suggesting that these functional abnormalities
Fig. 15. Electroretinogram traces from an LP-eye in a representative adult albino Swiss
mouse. Electroretinogram recordings in response to ﬂash stimuli of increasing inten-
sity from a representative animal recorded before laser treatment and 24 h, 1 week, 4
weeks and 8 weeks later. We found a signiﬁcant reduction in the scotopic threshold
response, a-wave, and b-wave amplitudes by 24 h after lasering, amounting to
approximately 81%, 64%, and 54% of their basal values, respectively. The changes
observed in the ERG do not fully recover for survival times of up to eight weeks after
lasering.
Fig. 16. Changes in ERG measurements at different survival intervals Histogram plots illustra
recorded from the experimental groups analyzed 1 (A), 4 (B), 8 (C) or 12 (D) weeks after lase
for the a-, b-waves, and pSTR, and presented as % of the control values. For all animal group
P < 0.05), when compared to their control levels. These reductions were maintained over tim
12 wks after LP (AeD). These data suggest that laser treatment induces a permanent funct
M. Vidal-Sanz et al. / Progress in Retinal and Eye Research 31 (2012) 1e27 21were persistent. Consistent with these functional observations,
our experiments in mice studied up to 6 months after LP, show
that there are clear morphological signs of neuronal loss in the
outer and inner nuclear layers of the retina that become very
apparent after survival intervals of 4 months or longer (Cuenca
et al., 2010), further supporting the notion that, following OHT,
degeneration of the outer retinal is a protracted event.
Supportive of this are several OHT experimental studies that have
reported thinning of the INL (Dkhissi et al., 1996; Wang, X. et al.,
2005), the ONL (Cuenca et al., 2010) and functional abnormalities
of the ERG a- and b-waves (Mittag et al., 2000; Bayer et al., 2001).
Moreoever, recent anatomical studies point to the fact that in
long-term, well-advanced GON human retinas there is also loss
of non-RGC neurons (Choi et al., 2011).4.9. Isodensity maps show that OHT induces both sectorial and
diffuse RGC loss
The absence of retrogradely traced or Brn3a-immunostained
RGCs in retinas from our OHT rats and mice is observed in focal,
pie-shaped sectors with their vertex on the optic disc, or as less
conspicuous, diffuse reduction in numbers within the retinal areas
still containing RGCs. These ﬁndings are similar to what has been
observed in other spontaneousmurinemodels of glaucoma, such as
the DBA2/J, in which the geographical pattern of RGC loss is both
diffuse and focal (Filippopoulos et al., 2006a) and comparable to
recent ﬁndings in human GON. In human GON the typical pattern of
RGC loss is sectorial but there is also evidence for a substantial
component of diffuse RGC loss (Lei et al., 2009; Artes et al., 2010).
Indeed, using the nearest neighbor analysis in DAPI stained retinas,
the pattern of RGC loss described for the central retina is bothting changes in the amplitudes of the ERG components studied (a-, b-waves and pSTR),
ring. Measurements for all shown light intensity stimuli were averaged (mean  SEM)
s (AeD) the a-, b-wave, and pSTR amplitude were signiﬁcantly reduced after LP (t-test;
e and did not recover signiﬁcantly (t-test; P < 0.05) even for the animal group recorded
ional impairment that affects the innermost, inner and outer retina.
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the murine models of OHT and GON further support the use of OHT
models to deepen our understanding of the pathology of human
glaucoma.
The sectorial loss of RGCs could be explained by direct damage
at a point in the ON head where RGC axons are bundled together
because of their typical retinotopic arrangement (Guillery et al.,
1995; Fitzgibbon and Taylor, 1996; Jeffery, 2001; Jeffery et al.,
2008). A comparable geographical pattern of sectorial RGC loss
has been observed in retinal diseases in which photoreceptors
degenerate because of inherited dystrophies (Villegas-Pérez et al.,
1996, 1998; Wang et al., 2003; García-Ayuso et al., 2010) or light
exposure (Marco-Gomariz et al., 2006; García-Ayuso et al., 2011). In
these studies, RGC axonal injury was inﬂictedwithin the nerve ﬁber
layer by retinal vessels that constrict and strangulate RGC axon
bundles leading to retrograde RGC degeneration (Villegas-Pérez
et al., 1996, 1998; Wang et al., 2000, 2003; Marco-Gomariz et al.,
2006; García-Ayuso et al., 2010, 2011). Alternatively, dying RGCs
could inﬂuence neighboring RGCs, and this would also result in
secondary loss of RGCs in a clustered pattern. A clustered pattern
(patchy) has been described for the geographical RGC loss that
follows transient ischemia of the retina induced by selective liga-
ture of the ophthalmic vessels (Lafuente López-Herrera et al., 2002)
but this clustered pattern is quite different from the sectorial loss
observed in the present OHT retinas. In the selective ligature of the
ophthalmic vessels model, the loss of RGCs was also focal and
diffuse but the distribution within the retina adopted a very
different geography, with patches of focal loss distributed randomly
within the retina (see Figs. 2, 3 in Lafuente López-Herrera et al.,
2002). The sectorial loss observed in our rodent OHT retinas is
also different from the pattern of RGC and intra-retinal axonal loss
observed in a model of non-arteritic ischemic optic neuropathy
(Bernstein et al., 2007). In the latter, photoembolic blockade of the
anterior ON capillary blood ﬂow and ischemic axonopathy resulted
in RGC axon bundle loss, but again this adopted a geographical
distribution typical of a major radial retinal vessel obstruction
which differs from that observed in our OHT-murine studies.
In conclusion, it is likely that in our OHTexperiments, damage to
bundles of axons was inﬂicted at a region near the ON head where
the retinotopic arrangement of axons could explain the sectorial
loss. Recent studies indicate that in response to acute elevation of
IOP there is compression of the prelaminar tissue (Agoumi et al.,
2011) and not laminar displacement, and this may represent
a different situation from the classic permanent changes leading to
optic disc cupping and compression of the lamina cribrosa associ-
ated with GON (Quigley et al., 1983). In addition, as has been shown
for humans (Lei et al., 2008, 2009, 2010), other factors may take
place that could explain the diffuse, non-sectorial, loss of RGCs.
5. Concluding remarks and future directions
Overall our data indicate that LP-induced OHT in the adult rat or
mouse triggers a sequence of events leading to RGC degeneration.
First, an early loss of the active retrograde axonal transport that was
seen within the ﬁrst week after LP and which coincided with the
recorded peak of IOP elevation. Second, the loss of passive diffusion
along the ocular stump of the ON toward the RGC soma that was
observed between 14 and 21 days after LP and was clearly apparent
at subsequent observations, at 8 and 12 weeks. Third, the loss of
RGCs that was mostly seen in a geographical pattern of pie-shaped
sectors, but was also seen as a diffuse loss of these neurons. Fourth,
a slow process of retrograde degeneration of the intra-retinal axon
and its soma, and ﬁfth, the loss of RGCs while the non-RGC neurons
of the GCL are preserved. All these ﬁndings are compatible with
a compressive damage of axon bundles somewhere near the ONhead (Quigley and Anderson, 1976, 1977; Salinas-Navarro et al.,
2009c, 2010), where failure of astrocytes to phagocyte axonal
debris may contribute to axon loss (Nguyen et al., 2011).
In parallel, our functional and morphological studies in mice
indicate that OHT also results in permanent and severe functional
and structural damage to the inner and outer nuclear layers of the
retina (Salinas-Navarro et al., 2009c; Cuenca et al., 2010), which
may imply that there are additional insults to the retina beyond the
damage of axon bundles in the ON head, and perhaps of ischemic
nature. Increased IOP may result in compromise to the inner retina
blood supply (Costa et al., 2003; Flammer et al., 2002), and
a number of the degenerative events observed in our OHT-mice
retinas were also observed at long periods of time after transient
ischemia of the retina (Mayor-Torroglosa, 2005). Because the inner
and outer retinal neurons are compromised after OHT, it is
important to develop neuroprotective methods not only aimed at
preventing or slowing RGC loss but also directed towards limiting
the damaging sequelae on the inner and outer retina.
Three main lines of work are envisaged for our immediate
research activities. A ﬁrst one is concerned with detailed studies of
the inner and outer retinal layer in adult rats following LP, since it is
important to ascertain the degree and time course within which
other non-RGC retinal neurons may be affected by OHT. A second
one is concerned with deciphering the molecular mechanisms
underlying the processed described here in this review, and by
others, that take place following OHT andmay lead to degeneration
and neuronal death within the OHT retinas. The third one concerns
with the study and development of therapeutical strategies to slow
or prevent OHT-induced retinal damage and neuronal death, and
thus to neuroprotect the retina as has been shown in other models
(Vidal-Sanz et al., 2000, 2001, 2007)
Conﬂicts of interest statement
The authors have no conﬂict of interest.
Acknowledgments
We are grateful to our collaborators that have contributed to the
various studies in the Laboratory of Experimental Ophthalmology
over the years. The authors would like to thank Manuel Jiménez for
his extraordinary work to develop the macros for automated cell
counting and isodensity mapping representation, and Simon J
Whiteley for his careful revision of the grammar. The technical help
of Jose M. Bernal, Isabel Cánovas, Leticia Nieto and Lidia Coll is
greatly acknowledged. Supported in part by research grants from
Fundación Séneca 04446/GERM/07; Spanish Ministry of Education
and Science SAF-2010-10385; Spanish Ministry of Science and
Innovation and ISCIII-FEDER: PI0/70225; PI10/00187, PI006/0780
and Red Temática de Investigación Cooperativa en Oftalmología
RD07/0062/0001.
References
Agis, The Advanced Glaucoma Intervention Study, 2000. The relationship between
control of intraocular pressure and visual ﬁeld deterioration. The AGIS Inves-
tigators. Am. J. Ophthalmol. 130, 429e440.
Agoumi, Y., Sharpe, G.P., Hutchison, D.M., Nicoleta, M.T., Artes, P.H., Chauhan, B.C.,
2011. Laminar and preliminar tissue displacement during intraocular pressure
elevation in glaucoma patients and healthy controls. Ophthalmology 118,
52e59.
Aguayo, A.J., Vidal-Sanz, M., Villegas-Pérez, M.P., Bray, G.M., 1987. Growth and
connectivity of axotomized retinal neurons in adult rats with optic nerves
substituted by PNS grafts linking the eye and the midbrain. Ann. N. Y. Acad. Sci.
495, 1e9.
Agudo, M., Pérez-Marín, M.C., Lonngren, U., Sobrado, P., Conesa, A., Cánovas, I.,
Salinas-Navarro, M., Miralles-Imperial, J., Hallböök, F., Vidal-Sanz, M., 2008.
Time course proﬁling of the retinal transcriptome after optic nerve transection
and optic nerve crush. Mol. Vis. 14, 1050e1063.
M. Vidal-Sanz et al. / Progress in Retinal and Eye Research 31 (2012) 1e27 23Agudo, M., Pérez-Marín, M.C., Sobrado-Calvo, P., Lonngren, U., Salinas-Navarro, M.,
Cánovas, I., Nadal-Nicolás, F.M., Miralles-Imperial, J., Hallbook, F., Vidal-Sanz, M.,
2009. Proteins belonging to different branches of the apoptotic cascade are
immediately up-regulated in the retina after optic nerve transection or optic
nerve crush. Invest. Ophthalmol. Vis. Sci. 50, 424e431.
Ahmed, F.A., Hegazy, K., Chaudhary, P., Sharma, S.C., 2001. Neuroprotective effect of
alpha(2) agonist (brimonidine) on adult rat retinal ganglion cells after increased
intraocular pressure. Brain Res. 913, 133e139.
Aihara, M., Lindsey, J.D., Weinreb, R.N., 2003a. Twenty-four-hour pattern of mouse
intraocular pressure. Exp. Eye Res. 77, 681e686.
Aihara, M., Lindsey, J.D., Weinreb, R.N., 2003b. Experimental mouse ocular hyper-
tension: establishment of the model. Invest. Ophthalmol. Vis. Sci. 44,
4314e4320.
Aihara, M., Lindsey, J.D., Weinreb, R.N., 2003c. Ocular hypertension in mice with
a targeted type I collagen mutation. Invest. Ophthalmol. Vis. Sci. 44, 1581e1585.
Alarcón-Martínez, L., de la Villa, P., Avilés-Trigueros, M., Blanco, R., Villegas-
Pérez, M.P., Vidal-Sanz, M., 2009. Short and long term axotomy-induced ERG
changes in albino and pigmented rats. Mol. Vis. 15, 2373e2383.
Alarcón-Martínez, L., Avilés-Trigueros, M., Galindo-Romero, C., Valiente-Soriano, J.,
Agudo-Barriuso, M., de la Villa, P., Villegas-Pérez, M.P., Vidal-Sanz, M., 2010. ERG
changes in albino and pigmented mice after optic nerve transection. Vis. Res.
50, 2176e2187.
Anderton, B.H., Breinburg, D., Downes, M.J., Green, P.J., Tomlinson, B.E., Ulrich, J.,
Wood, J.N., Kahn, J., 1982. Monoclonal antibodies show that neuroﬁbrillary
tangles and neuroﬁlaments share antigenic determinants. Nature 298, 84e86.
Artes, P.H., Chauhan, B.C., Keltner, J.L., Cello, K.E., Johnson, C.A., Anderson, D.R.,
Gordon, M.O., Kass, M.A., Ocular Hypertension Treatment Study Group, 2010.
Longitudinal and cross-sectional analyses of visual ﬁeld progression in partic-
ipants of the Ocular Hypertension Treatment Study. Arch. Ophthalmol. 128,
1528e1532.
Avilés-Trigueros, M., Sauvé, Y., Lund, R.D., Vidal-Sanz, M., 2000. Selective inner-
vation of retinorecipient brainstem nuclei by retinal ganglion cells axons
regeneratin through peripheral nerve grafts in adult rats. J. Neurosci. 20,
361e372.
Avilés-Trigueros, M., Mayor-Torroglosa, S., García-Avilés, A., Lafuente, M.P.,
Rodríguez, M.E., Miralles de Imperial, J., Villegas-Pérez, M.P., Vidal-Sanz, M.,
2003. Transient ischemia of the retina results in massive degeneration of the
retinotectal projection: long-term neuroprotection with brimonidine. Exp.
Neurol. 184, 767e777.
Bakalash, S., Kipnis, J., Yoles, E., Schwartz, M., 2002. Resistance of retinal ganglion
cells to an increase in intraocular pressure is immune-dependent. Invest.
Ophthalmol. Vis. Sci. 43, 2648e2653.
Balkema, G.W., Dräger, U.C., 1990. Origins of uncrossed retinofugal projections in
normal and hypopigmented mice. Vis. Neurosci. 4, 595e605.
Barnstable, C.J., Dräger, U.C., 1984. Thy-1 antigen: a ganglion cell speciﬁc marker in
rodent retina. Neuroscience 11, 847e855.
Bayer, A.U., Neuhardt, T., May, A.C., Martus, P., Maag, K.P., Brodie, S., Lütjen-
Drecoll, E., Podos, S.M., Mittag, T., 2001. Retinal morphology and ERG response
in the DBA/2NNia mouse model of angle-closure glaucoma. Invest. Ophthalmol.
Vis. Sci. 42, 1258e1265.
Bernstein, S.L., Koo, J.H., Slater, B.J., Guo, Y., Margolis, F.L., 2006. Analysis of optic
nerve stroke by retinal Bex expression. Mol. Vis. 12, 147e155.
Bernstein, S.L., Guo, Y., Slater, B.J., Puche, A., Kelman, S.E., 2007. Neuron stress and
loss following rodent anterior ischemic optic neuropathy in double-reporter
transgenic mice. Invest. Ophthalmol. Vis. Sci. 48, 2304e2310.
Bodeutsch, N., Siebert, H., Dermon, C., Thanos, S., 1999. Unilateral injury to the adult
rat optic nerve causes multiple cellular responses in the contralateral site.
J. Neurobiol. 38, 116e128.
Bray, G.M., Vidal-Sanz, M., Aguayo, A.J., 1987. Regeneration of axons from the central
nervous system of adult rats. Prog. Brain Res. 71, 373e379.
Buckingham, B.P., Inman, D.M., Lambert, W., Oglesby, E., Clakins, D.J., Steele, M.R.,
Vetter, M.L., Marsh-Armstrong, N., Horner, P.J., 2008. Progressive ganglion cell
degeneration precedes neuronal loss in a mouse model of glaucoma. J. Neurosci.
28, 2735e2744.
Bui, B.V., Fortune, B., 2004. Ganglion cell contributions to the rat full-ﬁeld elec-
troretinogram. J. Physiol. 555, 153e173.
Casson, R.J., Wood, J.P., Osborne, N.N., 2004. Hypoglycaemia exacerbates ischaemic
retinal injury in rats. Br. J. Ophthalmol. 88, 816e820.
Chang, B., Smith, R.S., Hawes, N.L., Anderson, M.G., Zabaleta, A., Savinova, O.,
Roderick, T.H., Heckenlively, J.R., Davisson, M.T., John, S.W., 1999. Interacting loci
cause severe iris atrophy and glaucoma in DBA/2J mice. Nat. Genetc. 21,
405e409.
Chauhan, B.C., Pan, J., Archibald, M.L., LeVatte, T.L., Kelly, M.E., Tremblay, F., 2002.
Effect of intraocular pressure on optic disc topography, electroretinography, and
axonal loss in a chronic pressure-induced rat model of optic nerve damage.
Invest. Ophthalmol. Vis. Sci. 43, 2969e2976.
Chen, H., Wei, X., Cho, K.S., Chen, G., Sappington, R., Calkins, D.J., Chen, D.F., 2011.
Optic neuropathy due to microbead-induced elevated intraocular pressure in
the mouse. Invest. Ophthalmol. Vis. Sci. 52, 36e44.
Cheunsuang, O., Morris, R., 2005. Astrocytes in the arcuate nucleus and median
eminence that take up a ﬂuorescent dye from the circulation express leptin
receptors and neuropeptide Y Y1 receptors. Glia 52, 228e233.
Chidlow, G., Casson, R., Sobrado-Calvo, P., Vidal-Sanz, M., Osborne, N.N., 2005.
Measurement of retinal injury in the rat after optic nerve transection: an RT-
PCR study. Mol. Vis. 11, 387e396.Choi, S.S., Zawadki, R.J., Lim, M.C., Brandt, J.D., Keltner, J.L., Doble, N., Werner, J.S.,
2011. Evidence for outer retinal changes in glaucoma patients as revealed by
ultrahigh-resolution in vivo retinal imaging. Br. J. Ophthalmol. 95, 131e141.
Cone, F.E., Gelman, S.E., Son, J.L., Pease, M.E., Quigley, H.A., 2010. Differential
susceptibility to experimental glaucoma among 3 mouse strains using bead and
viscoelastic injection. Exp. Eye Res. 91, 415e424.
Costa, V.P., Harris, A., Stefánsson, E., Flammer, J., Krieglstein, G.K., Orzalesi, N.,
Heijl, A., Renard, J.P., Serra, L.M., 2003. The effects of antiglaucoma and systemic
medications on ocular blood ﬂow. Prog. Retin. Eye Res. 22, 769e805.
Cowey, A., Perry, V.H., 1979. The projection of the temporal retina in rats, studied by
retrograde transport of horseradish peroxidase. Exp. Brain Res. 35, 457e464.
Crish, A.D., Sappington, R.M., Inman, D.M., Horner, P.J., Calkins, D.J., 2010. Distal
axonopathy with structural persistence in glaucomatous degeneration. Proc.
Natl. Acad. Sci. U S A. 107, 5196e5201.
Cuenca, N., Pinilla, I., Fernández-Sánchez, L., Salinas-Navarro, M., Alarcón-
Martínez, L., Avilés-Trigueros, M., de la Villa, P., Miralles de Imperial, J., Villegas-
Pérez, M.P., Vidal-Sanz, M., 2010. Changes in the inner and outer retinal layers
after acute increase of the intraocular pressure in adult albino Swiss mice. Exp.
Eye Res. 91, 273e285.
Danias, J., Shen, F., Goldblum, D., Chen, B., Ramos-Esteban, J., Podos, S.M., Mittag, T.,
2002. Cytoarchitecture of the retinal ganglion cells in the rat. Invest. Oph-
thalmol. Vis. Sci. 43, 587e594.
Danias, J., Kontiola, A.I., Filippopoulos, T., Mittag, T., 2003a. Method for the nonin-
vasive measurement of intraocular pressure in mice. Investig. Ophthalmol. Vis.
Sci. 44, 1138e1141.
Danias, J., Lee, K.C., Zamora, M.F., Chen, B., Shen, F., Filippopoulos, T., Su, Y.,
Goldblum, D., Podos, S.M., Mittag, T., 2003b. Quantitative analysis of retinal
ganglion cell (RGC) loss in aging DBA/2NNia glaucomatous mice: comparison
with RGC loss in aging C57/BL6 mice. Invest. Ophthalmol. Vis. Sci. 44,
5151e5162.
Danias, J., Shen, F., Kavalarakis, M., Chen, B., Goldblum, D., Lee, K., Zamora, M.F.,
Su, Y., Brodie, S.E., Podos, S.M., Mittag, T., 2006. Characterization of retinal
damage in the episcleral vein cauterization rat glaucoma model. Exp. Eye Res.
82, 219e228.
Dieterich, D.C., Trivedi, N., Engelmann, R., Gundelﬁnger, E.D., Gordon-Weeks, P.R.,
Kreutz, M.R., 2002. Partial regeneration and long-term survival of rat retinal
ganglion cells after optic nerve crush is accompanied by altered expression,
phosphorylation and distribution of cytoskeletal proteins. Eur. J. Neurosci. 15,
1433e1443.
Dkhissi, O., Chanut, E., Versaux-Botteri, C., Minvielle, F., Trouvin, J.H., Nguyen-
Legros, J., 1996. Changes in retinal dopaminergic cells and dopamine rhythmic
metabolism during the development of a glaucoma-like disorder in quails.
Invest. Ophthalmol. Vis. Sci. 37, 2335e2344.
Dräger, U.C., Olsen, J.F., 1981. Ganglion cell distribution in the retina of the mouse.
Invest. Ophthalmol. Vis. Sci. 20, 285e293.
Dräger, U.C., Hofbauer, A., 1984. Antibodies to heavy neuroﬁlament subunit detect
a subpopulation of damaged ganglion cells in retina. Nature 309, 624e626.
Drouyer, E., Dkhissi-Benyahya, O., Chiquet, C., WoldeMussie, E., Ruiz, L.,
Wheeler, L.A., Denis, P., Cooper, H.M., 2008. Glaucoma alters the circadian
timing system. PloS ONE 3, e3931. doi:10.1372/journal.pone.0003931.
Ebneter, A., Casson, R.J., Wood, J.P., Chidlow, G., 2010. Microglial activation in the
visual pathway in experimental glaucoma: spatiotemporal characterization and
correlation with axonal injury. Invest. Ophthalmol. Vis. Sci. 51, 6448e6460.
Filippopoulos, T., Danias, J., Chen, B., Podos, S.M., Mittag, T.W., 2006a. Topographic
and morphologic analyses of retinal ganglion cell loss in old DBA/2NNia mice.
Invest. Ophthalmol. Vis. Sci. 47, 1968e1974.
Filippopoulos, T., Matsubara, A., Danias, J., Huang, W., Dobberfuhl, A., Ren, L.,
Mittag, T., Miller, J.W., Grosskreutz, C.L., 2006b. Predictability and limitations of
non-invasive murine tonometry: comparison of two devices. Exp. Eye Res. 83,
194e201.
Fitzgibbon, T., Taylor, S.F., 1996. Retinotopy of the human retinal nerve ﬁbre layer
and optic nerve head. J. Comp. Neurol. 375, 238e251.
Flammer, J., Orgül, S., Costa, V.P., Orzalesi, N., Krieglstein, G.K., Serra, L.M.,
Renard, J.P., Stefánson, E., 2002. The impact of ocularblood ﬂow in glaucoma.
Prog. Retin. Eye Res. 21, 359e393.
Fortune, B., Bui, B.V., Morrison, J.C., Johnson, E.C., Dong, J., Cepurna, W.O., Jia, L.,
Barber, S., Ciofﬁ, G.A., 2004. Selective ganglion cell functional loss in rats with
experimental glaucoma. Invest. Ophthalmol. Vis. Sci. 45, 1854e1862.
Fritzsch, B., 1993. Fast axonal diffusion of 3000 molecular weight dextran amines.
J. Neurosci. Methods 50, 95e103.
Fu, C.T., Sretavan, D., 2010. Laser-induced ocular hypertension in albino CD-1 mice.
Invest. Ophthalmol. Vis. Sci. 51, 980e990.
Fu, C.T., Tran, T., Sretavan, D., 2010. Axonal/Glial upregulation of EphB/ephrin-B
signaling in mouse experimental ocular hypertension. Invest. Ophthalmol.
Vis. Sci. 51, 991e1001.
Gaasterland, D., Kupfer, C., 1974. Experimental glaucoma in the rhesus monkey.
Invest. Ophthalmol. 13, 455e457.
Galindo-Romero, C., Avilés-Trigueros, M., Jiménez-López, M., Valiente-Soriano, F.J.,
Salinas-Navarro, M., Nadal-Nicolás, F.M., Villegas-Pérez, M.P., Vidal-Sanz, M.,
Agudo-Barriuso, M., 2011. Axotomy-induced retinal ganglion cell death in adult
mice: quantitative and topographic time course analices. Exp. Eye Res. 92,
377e387.
García-Ayuso, D., Salinas-Navarro, M., Agudo, M., Cuenca, N., Pinilla, I., Vidal-
Sanz, M., Villegas-Pérez, M.P., 2010. Retinal ganglion cell numbers and delayed
retinal ganglion cell death in the P23H rat retina. Exp. Eye Res. 91, 800e810.
M. Vidal-Sanz et al. / Progress in Retinal and Eye Research 31 (2012) 1e2724García-Ayuso, D., Salinas-Navarro, M., Agudo-Barriuso, M., Alarcón-Martínez, L.,
Vidal-Sanz, M., Villegas-Pérez, M.P., 2011. Retinal ganglion cell axonal
compression by retinal vessels in light-induced retinal degeneration. Mol. Vis.
17, 1716e1733.
García-Valenzuela, E., Shareef, S., Walsh, J., Sharma, S.C., 1995. Programmed cell
death of retinal ganglion cells during experimental glaucoma. Exp. Eye Res. 61,
33e44.
Goldblum, D., Mittag, T., 2002. Prospects for relevant glaucoma models with retinal
ganglion cell damage in the rodent eye. Vis. Res. 42, 471e478.
Gómez-Ramírez, A.M., Villegas-Pérez, M.P., Miralles de Imperial, J., Salvador-
Silva, M., Vidal-Sanz, M., 1999. Effects of intramuscular injection of botulinum
toxin and doxorubicin on the survival of abducens motoneurons. Invest. Oph-
thalmol. Vis. Sci. 40, 414e424.
Grafstein, B., 1986. The retina as a regenerating organ. In: Adler, R., Farber, D.B.
(Eds.), The Retina: A Model for Cell Biology Studies, Part II. Academic Press, New
York, pp. 275e335.
Gross, R.L., Ji, J., Chang, P., Pennesi, M.E., Yang, Z., Zhang, J., Wu, S.M., 2003. A mouse
model of elevated intraocular pressure: retina and optic nerve ﬁndings. Trans.
Am. Ophthalmol. Soc. 101, 163e169.
Grozdanic, S.D., Betts, D.M., Sakaguchi, D.S., Allbaugh, R.A., Kwon, Y.H., Kardon, R.H.,
2003a. Laser-induced mouse model of chronic ocular hypertension. Invest.
Ophthalmol. Vis. Sci. 44, 4337e4346.
Grozdanic, S.D., Betts, D.M., Sakaguchi, D.S., Kwon, Y.H., Kardon, R.H., Sonea, I.M.,
2003b. Temporary elevation of the intraocular pressure by cauterization of
vortex and episcleral veins in rats causes functional deﬁcits in the retina and
optic nerve. Exp. Eye Res. 77, 27e33.
Grozdanic, S.C., Kwon, Y.H., Sakaguchi, D.S., Kardon, R.H., Sonea, I.M., 2004. Func-
tional evaluation of retina and optic nerve in the rat model of chronic ocular
hypertension. Exp. Eye Res. 79, 75e83.
Guillery, R.W., Mason, C.A., Taylor, J.S.H., 1995. Developmental determinants at the
mammalian optic chiasm. J. Neurosci. 15, 4727e4737.
Guo, Y., Cepurna, W.O., Dyck, J.A., Doser, T.A., Johnson, E.C., Morrison, J.C., 2010.
Retinal responses to elevated intraocular pressure: a gene array comparison
between the whole retina and retinal ganglion cell layer. Invest. Ophthalmol.
Vis. Sci. 52, 3003e3018.
Guo, Y., Johnson, E.C., Cepurna, W.O., Dyck, C.J., Doser, T., Morrison, J.C., 2011. Early
gene expression changes in the retinal ganglion cell layer of a rat glaucoma
model. Invest. Ophthalmol. Vis. Sci. 52, 1460e1473.
Hänninen, V.A., Pantcheva, M.B., Freeman, E.E., Poulin, N.R., Grosskreutz, C.L., 2002.
Activation of caspase 9 in a rat model of experimental glaucoma. Curr. Eye Res.
25, 389e395.
Holcombe, D.J., Lengefeld, N., Gole, G.A., Barnett, N.L., 2008. Selective inner retinal
dysfunction precedes ganglion cell loss in a mouse glaucoma model. Br. J.
Ophthalmol. 92, 683e688.
Howell, G.R., Libby, R.T., Jakobs, T.C., Smith, R.S., Phalan, F.C., Barter, J.W., Barbay, J.M.,
Marchant, J.K., Mahesh, N., Porciatti, V., Whitmore, A.V., Masland, R.H.,
John, S.W.M., 2007a. Axons of retinal ganglin cells are insulted in the optic
nerve early in DBA/2J glaucoma. J. Cell Biol. 179, 1523e1537.
Howell, G.R., Libby, R.T., Marchant, J.K., Wilson, L.A., Cosma, I.M., Smith, R.S.,
Anderson, M.G., John, S.W., 2007b. Absence of glaucoma in DBA/2J mice
homozygous for wild-type versions of Gpnmb and Tyrp1. BMC Genet. 8, 45.
Huang, X., Kong, W., Zhou, Y., Gregori, G., 2011. Distortion of axonal cytoskeleton: an
early sign of glaucomatous damage. Invest. Ophthalmol. Vis. Sci. 52,
2879e2888.
Ishii, Y., Kwong, J.M., Caprioli, J., 2003. Retinal ganglion cell protection with ger-
anylgeranylacetone, a heat shock protein inducer, in a rat glaucoma model.
Invest. Ophthalmol. Vis. Sci. 44, 1982e1992.
Jakobs, T.C., Libby, R.T., Ben, Y., John, S.W.M., Masland, R.H., 2005. Retinal ganglion
cell degeneration is topological but not cell type speciﬁc in DBA/2J mice. J. Cell
Biol. 171, 313e325.
Jeffery, G., 2001. Architecture of the optic chiasm and the mechanisms that sculpt its
development. Physiol. Rev. 81, 1393e1414.
Jeffery, G., Levitt, J.B., Cooper, H.M., 2008. Segregated hemispheric pathways
through the optic chiasm distinguish primates from rodents. Neuroscience 157,
637e643.
Jeon, C.J., Strettoi, E., Masland, R.H., 1998. The major cell populations of the mouse
retina. J. Neurosci. 18, 8936e8946.
Ji, J., Chang, P., Pennesi, M.E., Yang, Z., Zhang, J., Li, D., Wu, S.M., Gross, R.L., 2005.
Effects of elevated intraocular pressure on mouse retinal ganglion cells. Vis. Res.
45, 169e179.
Jia, L., Cepurna, W.O., Johnson, E.C., Morrison, J.C., 2000. Effect of general anaes-
thetics on IOP in rats with experimental aqueous outﬂow obstruction. Invest.
Ophthalmol. Vis. Sci. 41, 3415e3419.
John, S.W., Smith, R.S., Savinova, O.V., Hawes, N.L., Chang, B., Turnbull, D.,
Davisson, M., Roderick, T.H., Heckenlively, J.R., 1998. Essential iris atrophy,
pigment dispersion, and glaucoma in DBA/2J mice. Invest. Ophthalmol. Vis. Sci.
39, 951e962.
John, S.W., Anderson, M.G., Smith, R.S., 1999. Mouse genetics: a tool to help unlock
the mechanisms of glaucoma. J. Glaucoma 8, 400e412.
Johnson, E.C., Deppmeier, L.M., Wentzien, S.K., Hsu, I., Morrison, J.C., 2000. Chro-
nology of optic nerve head and retinal responses to elevated intraocular pres-
sure. Invest. Ophthalmol. Vis. Sci. 41, 431e442.
Johnson, E.C., Jia, L., Cepurna, W.O., Doser, T.A., Morrison, J.C., 2007. Global changes
in optic nerve head gene expression after exposure to elevated intraocular
pressure in a rat glaucoma model. Invest. Ophthalmol. Vis. Sci. 48, 3161e3177.Kass, M.A., Heuer, D.K., Higginbotham, E.J., Johnson, C.A., Keltner, J.L., Miller, J.P.,
Parrish 2nd, R.K., Wilson, M.R., Gordon, M.O., 2002. The Ocular Hypertension
Treatment Study: a randomized trial determines that topical ocular hypotensive
medication delays or prevents the onset of primary open-angle glaucoma. Arch.
Ophthalmol. 120, 701e713.
Kielczewski, J., Pease, M.E., Quigley, H.A., 2005. The effect of experimental glaucoma
and optic nerve transaction on amacrine cells in the rat retina. Invest. Oph-
thalmol. Vis. Sci. 46, 3188e3196.
Kipfer-Kauer, A., McKinnon, S.J., Frueh, B.E., Goldblum, D., 2010. Distribution of
amyloid precursor protein and amyloid-beta in ocular hypertensive C57BL/6
mouse eyes. Curr. Eye Res. 35, 828e834.
Kong, W.C., Cho, E.Y., 1999. Antibodies against neuroﬁlament subunits label retinal
ganglion cells but not displaced amacrine cells of hamsters. Life Sci. 64,
1773e1778.
Kontiola, A.I., 2000. A new induction-based impact method for measuring intra-
ocular pressure. Acta Ophthalmol. Scand. 78, 142e145.
Kontiola, A.I., Goldblum, D., Mittag, T., Danias, J., 2001. The induction/impact
tonometer: a new instrument to measure intraocular pressure in the rat. Exp.
Eye Res. 73, 781e785.
Krishna, R., Mermoud, A., Baerveldt, G., Minckler, D.S., 1995. Circadian rhythm of
intraocular pressure: a rat model. Ophthalmic Res. 27, 163e167.
Lafuente, M.P., Villegas-Pérez, M.P., Sellés-Navarro, I., Mayor-Torroglosa, S., Miralles
de Imperial, J., Vidal-Sanz, M., 2002. Retinal ganglion cell death after acute
retinal ischemia is an ongoing process whose severity and duration depends on
the duration of the insult. Neuroscience 109, 157e168.
Lafuente López-Herrera, M.P., Mayor-Torroglosa, S., Miralles de Imperial, J., Villegas-
Pérez, M.P., Vidal-Sanz, M., 2002. Transient ischemia of the retina results in
altered retrograde axoplasmic transport: neuroprotection with brimonidine.
Exp. Neurol. 178, 243e258.
Lambert, W.E., Ruiz, L., Crish, S.D., Wheeler, L.A., Calkins, D.J., 2011. Brimonidine
prevents axonal and somatic degeneration of retinal ganglion cell neurons. Mol.
Neurodegeneration 6, 4.
Lebrun-Julien, F., Morquette, B., Douillette, A., Saragovi, H.U., Di Polo, A., 2009.
Inhibition of p75(NTR) in glia potentiates TrkA-mediated survival of injured
retinal ganglion cells. Mol. Cell Neurosci. 40, 410e420.
Lei, Y., Garrahan, N., Hermann, B., Becker, D.L., Hernandez, M.R., Boulton, M.E.,
Morgan, J.E., 2008. Quantiﬁcation of retinal transneuronal degeneration in
human glaucoma: a novel multiphoton-DAPI approach. Invest. Ophthalmol. Vis.
Sci. 49, 1940e1945.
Lei, Y., Garrahan, N., Hermann, B., Fautsch, M.P., Johnson, D.H., Hernandez, M.R.,
Boulton, M., Morgan, J.E., 2009. Topography of neuron loss in the retinal
ganglion cell layer in human glaucoma. Br. J. Ophthalmol. 93, 1676e1679.
Lei, Y., Garrahan, N., Hermann, B., Fautsch, M.P., Johnson, D.H., Hernandez, M.R.,
Boulton, M., Morgan, J.E., 2010. Transretinal degeneration in ageing human
retina: a multiphoton microscopy analysis. Br. J. Ophthalmol. 95, 727e730.
Leske, M.C., 1983. The epidemiology of open-angle glaucoma: a review. Am. J.
Epidemiol. 118, 166e191.
Levkovitch-Verbin, H., Quigley, H.A., Martin, K.R., Valenta, D., Baumrind, L.A.,
Pease, M.E., 2002a. Translimbal laser photocoagulation to the trabecular
meshwork as a model of glaucoma in rats. Invest. Ophthalmol. Vis. Sci. 43,
402e410.
Levkovitch-Verbin, H., Martin, K.R., Quigley, H.A., Baumrind, L.A., Pease, M.E.,
Valenta, D., 2002b. Measurement of amino acid levels in the vitreous humor of
rats after chronic intraocular pressure elevation or optic nerve transection.
J. Glaucoma 11, 396e405.
Libby, R.T., Anderson, M.G., Pang, I.H., Robinson, Z.H., Savinova, O.V., Cosma, I.M.,
Snow, A., Wilson, L.A., Smith, R.S., Clark, A.F., John, S.W., 2005. Inherited glau-
coma in DBA/2J mice: pertinent disease features for studying the neuro-
degeneration. Vis. Neurosci. 22, 637e648.
Lindqvist, N., Peinado-Ramon, P., Vidal-Sanz, M., HallbBöök, F., 2004. GDNF, Ret, GFR
alpha 1 and 2 in the adult rat retino-tectal system after optic nerve transection.
Exp. Neurol. 187, 487e499.
Lönngren, U., Näpänkangas, U., Lafuente, M., Mayor, S., Lindqvist, N., Vidal-Sanz, M.,
Hallböök, F., 2006. The growth factor response in ischemic rat retina and
superior colliculus after brimonidine pre-treatment. Brain Res. Bull. 71,
208e218.
Mabuchi, F., Aihara, M., Mackey, M.R., Lindsey, J.D., Weinreb, R.N., 2003. Optic nerve
damage in experimental mouse ocular hypertension. Invest. Ophthalmol. Vis.
Sci. 44, 4321e4330.
Mabuchi, F., Aihara, M., Mackey, M.R., Lindsey, J.D., Weinreb, R.N., 2004. Regional
optic nerve damage in experimental mouse glaucoma. Invest. Ophthalmol. Vis.
Sci. 45, 4352e4358.
Mansour-Robaey, S., Clarke, D.B., Wang, Y.C., Bray, G.M., Aguayo, A.J., 1994. Effects of
ocular injury and administration of brain-derived neurotrophic factor on
survival and regrowth of axotomized retinal ganglion cells. Proc. Natl. Acad. Sci.
U. S. A. 91, 1632e1636.
Marco-Gomariz, M.A., Hurtado-Montalbán, N., Vidal-Sanz, M., Lund, R.D., Villegas-
Pérez, M.P., 2006. Phototoxic induced photoreceptor degeneration causes
retinal ganglion cell degeneration in pigmented rats. J. Comp. Neurol. 498,
163e179.
Martin, K.R.G., Quigley, H.A., Zack, D.J., Levkovitch-Verbin, H., Kielczewski, J.,
Valenta, D., Baumrind, L., Pease, M.E., Kelin, R.L., Hauswirth, W.W., 2003. Gene
therapy with Brain-derived neurotrophic factor as a protection: retinal
ganglion cells in a rat glaucoma model. Invest. Ophthalmol. Vis. Sci. 44,
4357e4365.
M. Vidal-Sanz et al. / Progress in Retinal and Eye Research 31 (2012) 1e27 25Masland, R.H., 2011. Cell populations of the retina: the Proctor Lecture. Invest.
Ophthalmol. Vis. Sci. 52, 4581e4591.
Mayor-Torroglosa, S., Villegas-Pérez, M.P., Salazar, J.J., Ramírez, J.M., Triviño, A.,
Ramírez, A.I., Coll, l., Vidal-Sanz, M., 2004. Chronic ocular hypertension alters
retrograde axoplasmic transport in adult rats. Ophthalmic Res. 36 Abstract 362.
Mayor-Torroglosa, S., De la Villa, P., Rodríguez, M.E., Lafuente López-Herrera, M.P.,
Avilés-Trigueros, M., García-Avilés, A., Miralles de Imperial, J., Villegas-
Pérez, M.P., Vidal-Sanz, M., 2005. Ischemia results three months later in altered
ERG, degeneration of inner layers, and deafferented tectum: neuroprotection
with brimonidine. Invest. Ophtalmol. Vis. Sci. 46, 3825e3835.
McKerracher, L., Vallee, R.B., Aguayo, A.J., 1989. Microtubule-associated protein 1A
(MAP 1A) is a ganglion cell marker in adult rat retina. Vis. Neurosci. 2, 349e356.
McKinnon, S.J., Reitsamer, H.A., Ransom, N.L., Caldwell, M., Harrison, J.M., Kiel, J.W.,
2003. Induction and tonopen measurement of ocular hypertension in C57BL/6
mice. Invest. Ophthalmol. Vis. Sci. 52 E-Abstract 3319.
McKinnon, S.J., Schlamp, C.L., Nickells, R.W., 2009. Mouse models of retinal ganglion
cell death and glaucoma. Exp. Eye Res. 88, 816e824.
Mittag, T.W., Danias, J., Pohorenec, G., Yuan, H.M., Burakgazi, E., Chalmers-
Redman, R., Podos, S.M., Tatton, W.G., 2000. Retinal damage after 3 to 4 months
of elevated intraocular pressure in a rat glaucoma model. Invest. Ophthalmol.
Vis. Sci. 41, 3451e3459.
Montalbán-Soler, L., Alarcón-Martínez, L., Jiménez-López, M., Salinas-Navarro, M.,
Galindo-Romero, C., Bezerra de Sá, F., García-Ayuso, D., Avilés-Trigueros, M.,
Vidal-Sanz, M., Agudo-Barriuso, M., Villegas-Pérez, M.P., 2011. Retinal
compensatory changes after light-damage in albino mice. (Submitted).
Moon, J.I., Kim, I.B., Gwon, J.S., Park, M.H., Kang, T.H., Lim, E.J., Choi, K.R., Chun, M.H.,
2005. Changes in retinal neuronal populations in the DBA/2J mouse. Cell Tissue
Res. 320, 51e59.
Moore, C.G., Milne, S.T., Morrison, J.C., 1993. Noninvasive measurement of rat
intraocular pressure with the Tono-Pen. Invest. Ophthalmol. Vis. Sci. 34,
363e369.
Moore, C.G., Epley, D., Milne, S.T., Morrison, J.C., 1995. Long-term non-invasive
measurement of intraocular pressure in the rat eye. Curr. Eye Res. 14, 711e717.
Moore, C.G., Johnson, E.C., Morrison, J.C., 1996. Circadian rhythm of intraocular
pressure in the rat. Curr. Eye Res. 15, 185e191.
Morrison, J.C., Farrell, S., Johnson, E., Deppmeier, L., Moore, C.G., Grossmann, E.,
1995a. Structure and composition of the rodent lamina cribrosa. Exp. Eye Res.
60, 127e135.
Morrison, J.C., Fraunfelder, F.W., Milne, S.T., Moore, C.G., 1995b. Limbal microvas-
culature of the rat eye. Invest. Ophthalmol. Vis. Sci. 36, 751e756.
Morrison, J.C., Moore, C.G., Deppmeier, L.M., Gold, B.G., Meshul, C.K., Johnson, E.C.,
1997. A rat model of chronic pressure-induced optic nerve damage. Exp. Eye
Res. 64, 85e96.
Morrison, J.C., Cepurna, W.O., Johnson, E.C., 1999. Modeling glaucomatous optic
nerve damage. Int. Ophthalmol. Clin. 39, 29e41.
Morrison, J.C., Johnson, E.C., Cepurna, W., Jia, L., 2005. Understanding mechanisms
of pressure-induced optic nerve damage. Progr. Ret. Eye Res. 24, 217e240.
Morrison, J.C., Johnson, E., Cepurna, W.O., 2008. Rat models for glaucoma research.
Prog. Brain Res. 173, 285e301.
Morrison, J.C., Jia, L., Cepurna, W., Guo, Y., Johnson, E., 2009. Reliability and sensi-
tivity of the TonoLab rebound tonometer in awake Brown Norway rats. Invest.
Ophthalmol. Vis. Sci. 50, 2802e2808.
Morrison, J.C., Cepurna, W.O., Guo, Y., Johnson, E.C., 2010. Pathophysiology of
human glaucomatous optic nerve damage: Insights from rodent models of
glaucoma. Exp. Eye Res. [Epub ahead of print].
Murphy, J.A., Franklin, T.B., Rafuse, V.F., Clarke, D.B., 2007. The neural cell adhesion
molecule is necessary for normal adult retinal ganglion cell number and
survival. Mol. Cell. Neurosci. 36, 280e292.
Nadal-Nicolás, F.M., Jiménez-López, M., Sobrado-Calvo, P., Nieto-López, L., Cánovas-
Martínez, I., Salinas-Navarro, M., Vidal-Sanz, M., Agudo, M., 2009. Brn3a as
a marker of retinal ganglion cells: qualitative and quantitative time course
studies in naive and optic nerve-injured retinas. Invest. Ophthalmol. Vis. Sci. 50,
3860e3868.
Nakazawa, T., Nakazawa, C., Matsubara, A., Noda, K., Hisatomi, T., She, H.,
Michaud, N., Moghadam, A.H., Miller, J.W., Benowitz, L.I., 2006. Tumor necrosis
factor-a mediates oligodendrocyte death and delayed retinal ganglion cell loss
in a mouse model of glaucoma. J. Neurosci. 26, 12633e12641.
Neufeld, A.H., Das, S., Vora, S., Gachie, E., Kawai, S., Manning, P.T., Connor, J.R., 2002.
A prodrug of a selective inhibitor of inducible nitric oxide synthase is neuro-
protective in the rat model of glaucoma. J. Glaucoma 11, 221e225.
Nguyen, J.V., Soto, I., Kim, K.Y., Bushong, E.A., Oglesby, E., Valiente-Soriano, F.J.,
Yang, Z., Davis, C.H., Bedont, J.L., Son, J.L., Wei, J.O., Buchman, V.L., Zack, D.J.,
Vidal-Sanz, M., Ellisman, M.H., Marsh-Armstrong, N., 2011. Myelination transi-
tion zone astrocytes are constitutively phagocytic and have synuclein depen-
dent reactivity in glaucoma. Proc. Natl. Acad. Sci. U S A. 108, 1176e1181.
Nork, T.M., Ver Hoeve, J.N., Poulsen, G.L., Nickells, R.W., Davis, M.D., Weber, A.J.,
Vaegan Sarks, S.H., Lemley, H.L., Millecchia, L.L., 2000. Swelling and loss of
photoreceptors in chronic human and experimental glaucomas. Arch. Oph-
thalmol. 118, 235e245.
Nouri-Mahdavi, K., Hoffman, D., Gaasterland, D., Caprioli, J., 2004. Prediction of
visual ﬁeld progression in glaucoma. Invest. Ophthalmol. Vis. Sci. 45,
4346e4351.
Ortín-Martínez, A., Jiménez-López, M., Nadal-Nicolás, F.M., Salinas-Navarro, M.,
Alarcón-Martínez, L., Sauvé, Y., Villegas-Pérez, M.P., Vidal-Sanz, M., Agudo-
Barriuso, M., 2010. Automated quantiﬁcation and topographical distribution ofthe whole population of S- and L-cones in adult albino and pigmented rats.
Invest. Ophthalmol. Vis. Sci. 51, 3171e3183.
Panda, S., Jonas, J.B., 1992. Decreased photoreceptor count in human eyes with
secondary angle-closure glaucoma. Invest. Ophthalmol. Vis. Sci. 33, 2532e2536.
Pang, I.H., Clark, A.F., 2007. Rodent models for glaucoma retinopathy and optic
neuropathy. J. Glaucoma 16, 483e505.
Park, K.H., Cozier, F., Ong, O.C., Caprioli, J., 2001. Induction of heat shock protein 72
protects retinal ganglion cells in a rat glaucoma model. Invest. Ophthalmol. Vis.
Sci. 42, 1522e1530.
Parrilla-Reverter, G., Agudo, M., Sobrado-Calvo, P., Salinas-Navarro, M., Villegas-
Pérez, M.P., Vidal-Sanz, M., 2009a. Effects of different neurotrophic factors on
the survival of retinal ganglion cells after a complete intraorbital nerve
crushinjury: a quantitative in vivo study. Exp. Eye Res. 89, 32e41.
Parrilla-Reverter, G., Agudo, M., Nadal-Nicolás, F., Alarcón-Martínez, L., Jiménez-
López, M., Salinas-Navarro, M., Sobrado-Calvo, P., Bernal-Garro, J.M., Villegas-
Pérez, M.P., Vidal-Sanz, M., 2009b. Time-course of the retinal nerve ﬁbre layer
degeneration after complete intra-orbital optic nerve transection or crush:
a comparative study. Vis. Res. 49, 2808e2825.
Pease, M.E., Hammond, J.C., Quigley, H.A., 2006. Manometric calibration and
comparison of TonoLab and TonoPen tonometers in rats with experimental
glaucoma and in normal mice. J. Glaucoma 15, 512e519.
Pease, M.E., Cone, F.E., Gelman, S., Son, J.L., Quigley, H.A., 2011. Calibration of the
TonoLab tonometer in mice with spontaneous or experimental glaucoma.
Invest. Ophthalmol. Vis. Sci. 52, 858e864.
Peinado-Ramón, P., Salvador, M., Villegas-Pérez, M., Vidal-Sanz, M., 1996. Effects of
axotomy and intraocular administration of NT-4, NT-3, and brain-derived
neurotrophic factor on the survival of adult rat retinal ganglion cells. A quan-
titative in vivo study. Invest. Ophtalmol. Vis. Sci. 37, 489e500.
Perry, V.H., 1981. Evidence for an amacrine cell system in the ganglion cell layer of
the rat retina. Neurosci 6, 931e934.
Perry, V.H., Henderson, Z., Linden, R., 1983. Postnatal changes in retinal ganglion cells
and optic axon populations in the pigmented rat. J. Comp. Neurol. 219, 356e368.
Peters, L.L., Robledo, R.F., Bult, C.J., Churchill, G.A., Paigen, B.J., Svenson, K.L., 2007.
The mouse as a model for human biology: a resource guide for complex trait
analysis. Nat. Rev. Genet. 8, 58e69.
Quigley, H.A., Anderson, D.R., 1976. The dynamics and location of axonal transport
blockade by acute intraocular elevation in primate optic nerve. Invest. Oph-
thalmol. Vis. Sci. 15, 606e616.
Quigley, H.A., Anderson, D.R., 1977. Distribution of axonal transport blockade by
acute intraocular pressure elevation in the primate optic nerve head. Invest.
Ophthalmol. Vis. Sci. 16, 640e644.
Quigley, H.A., Addicks, E.M., 1980. Chronic experimental glaucoma in primates. II.
Effect of extended intraocular pressure elevation on optic nerve head and
axonal transport. Invest. Ophthalmol. Vis. Sci. 19, 137e152.
Quigley, H.A., Hohman, R.M., 1983. Laser energy levels for trabecular meshwork
damage in the primate eye. Invest. Ophthalmol. Vis. Sci. 24, 1305e1307.
Quigley, H.A., Hohman, R.M., Addicks, E.M., Massof, R.W., Green, W.R., 1983.
Morphologic changes in the lamina cribrosa correlated with neural loss in
open-angle glaucoma. Am. J. Ophthalmol. 95, 673e691.
Quigley, H.A., 2011. Glaucoma. The Lancet 377, 1367e1377.
Quina, L.A., Pak, W., Lanier, J., Banwait, P., Gratwick, K., Liu, Y., Velasquez, T.,
O’Leary, D.D., Goulding, M., Turner, E.E., 2005. Brn3a-expressing retinal
ganglion cells project speciﬁcally to thalamocortical and collicular visual
pathways. J. Neurosci. 25, 11595e11604.
Ramírez, A.I., Salazar, J.J., de Hoz, R., Rojas, B., Gallego, B.I., Salinas-Navarro, M.,
Alarcón-Martínez, L., Ortín-Martínez, A., Avilés-Trigueros, M., Vidal-Sanz, M.,
Triviño, A., Ramírez, J.M., 2010. Quantiﬁcation of the effect of different levels of
IOP in the astroglia of the rat retina ipsilateral and contralateral to experimental
glaucoma. Invest. Ophthalmol. Vis. Sci. 51, 5690e5696.
Ramón y Cajal, S., 1914. Estudios sobre la degeneración y regeneración del sistema
nervioso. Imprenta de hijos de Nicolás Moya, Madrid. 203e217.
Reichstein, D., Ren, L., Filippopoulos, T., Mittag, T., Danias, J., 2007. Apoptotic retinal
ganglion cell death in the DBA/2 mouse model of glaucoma. Exp. Eye Res. 84,
13e21.
Resnikoff, S., Pascolini, D., Etya’ale, D., Kocur, I., Pararajasegaram, R., Pokharel, G.P.,
Mariotti, S.P., 2004. Global data on visual impairment in the year 2002. Bull.
World Health Organ 82, 844e851.
Richardson, P.M., Issa, V.M., Shemie, S., 1982. Regeneration and retrograde degen-
eration of axons in the rat optic nerve. J. Neurocytol. 11, 949e966.
Ruiz-Ederra, J., Verkman, A.S., 2006. Mouse model of sustained elevation in intra-
ocular pressure produced by episcleral vein occlusion. Exp. Eye Res. 82,
879e884.
Salinas-Navarro, M., Triviño, A., Ramírez, A.I., Salazar, J.J., Ramírez, J.M., Villegas-
Pérez, M.P., Vidal-Sanz, M., 2006. Long term effects of laser-induced ocular
hypertension: retrograde degeneration of retinal ganglion cells. Invest. Oph-
thalmol. Vis. Sci. 47 E-Abstract 1560.
Salinas-Navarro, M., Napankanagas, U., Turunen, N., Veijola, J., Valiente-Soriano, F.,
Villegas-Pérez, M.P., Vidal-Sanz, M., 2008. Effects of acute increase of intraoc-
ular pressure in adult pigmented rats: Assessment of the retinal nerve ﬁber
layer (in vivo) and the Retinal Ganglion Cell Population. Invest. Ophthalmol. Vis.
Sci. 49 E-Abstract 5480.
Salinas-Navarro, M., Mayor-Torroglosa, S., Jiménez-López, M., Avilés-Trigueros, M.,
Holmes, T., Lund, R.D., Villegas-Pérez, M.P., Vidal-Sanz, M., 2009a.
A computerized analysis of the entire retinal ganglion cell population and its
spatial distribution in adult rats. Vis. Res. 49, 115e126.
M. Vidal-Sanz et al. / Progress in Retinal and Eye Research 31 (2012) 1e2726Salinas-Navarro, M., Jiménez-López, M., Valiente-Soriano, F.J., Alarcón-Martínez, L.,
Avilés-Trigueros, M., Mayor, S., Holmes, T., Lund, R.D., Villegas-Pérez, M.P., Vidal-
Sanz, M., 2009b. Retinal ganglion cell population in adult albino and pigmented
mice: a computerised analysis of the entire population and its spatial distri-
bution. Vis. Res. 49, 637e647.
Salinas-Navarro, M., Alarcón-Martínez, L., Valiente-Soriano, F.J., Ortín-Martínez, A.,
Jiménez-López, M., Avilés-Trigueros, M., Villegas-Pérez, M.P., de la Villa, P., Vidal-
Sanz, M., 2009c. Functional and morphological effects of laser-induced ocular
hypertension in retinas of adult albino swiss mice. Mol. Vis. 15, 2578e2598.
Salinas-Navarro, M., Alarcón-Martínez, L., Valiente-Soriano, F.J., Jiménez-López, M.,
Mayor-Torroglosa, S., Avilés-Trigueros, M., Villegas-Pérez, M.P., Vidal-Sanz, M.,
2010. Ocular hypertension impairs optic nerve axonal transport leading to
progressive retinal ganglion cell degeneration. Exp. Eye Res. 90, 168e183.
Salinas-Navarro, M., Nadal-Nicolás, F., López-Nieto, L., Jiménez-López, M., Ortín-
Martínez, A., García-Ayuso, D., Galindo-Romero, C., Agudo-Barriuso, M., Ville-
gas-Pérez, M.P., Vidal-Sanz, M., 2011. Shortly after ocular hypertension there is
loss of retinal ganglion cells, but not of other cells of the ganglion cell layer of
the retina. Invest. Ophthalmol. Vis. Sci. 52 E-Abstract 2459.
Salvador-Silva, M., Vidal-Sanz, M., Villegas-Pérez, M.P., 2000. Microglial cells in the
retina of Carassius auratus: effects of optic nerve crush. J. Comp. Neurol. 417,
431e447.
Samsel, P.A., Kisiswa, L., Erichsen, J.T., Cross, S.D., Morgan, J.E., 2011. A novel method
for the induction of experimental glaucoma using magnetic microspheres.
Invest. Ophthalmo.l Vis. Sci. 52, 1671e1675.
Sánchez-Migallón, M.C., Nadal-Nicolás, F.M., Jiménez-López, M., Sobrado-Calvo, P.,
Vidal-Sanz, M., Agudo-Barriuso, M., 2011. Brain derived neurotrophic factor
maintains Brn3a expression in axotomized rat retinal ganglion cells. Exp. Eye
Res. 92, 260e267.
Sappington, R.M., Carlson, B.J., Crish, S.D., Calkins, D.J., 2010. The microbead
occlusion model: a paradigm for induced ocular hypertension in rats and mice.
Invest. Ophthalmol. Vis. Sci. 51, 207e216.
Sawada, A., Neufeld, A.H., 1999. Conﬁrmation of the rat model of chronic, moder-
ately elevated intraocular pressure. Exp. Eye Res. 69, 525e531.
Sawai, H., Clarke, D.B., Kittlerova, P., Bray, G.M., Aguayo, A.J., 1996. Brain-derived
neurotrophic factor and neurotrophin-4/5 stimulate growth of axonal branches
from regenerating retinal ganglion cells. J. Neurosci. 16, 3887e3894.
Schlamp, C.L., Johnson, E.C., Li, Y., Morrison, J.C., Nickells, R.W., 2001. Changes in
Thy1 gene expression associated with damaged retinal ganglion cells. Mol. Vis.
7, 192e201.
Schlamp, C.L., Li, Y., Dietz, J.A., Janssen, K.T., Nickells, R.W., 2006. Progressive
ganglion cell loss and optic nerve degeneration in DBA/2J mice is variable and
asymmetric. BioMed Cent. Neurosci. 7, 66.
Schmidt, S.L., Vitral, R.W., Linden, R., 2001. Effects of prenatal ionizing irradiation on
the development of the ganglion cell layer of the mouse retina. Int. J. Dev.
Neurosci. 19, 469e473.
Schmued, L.C., Fallon, J.H., 1986. Fluoro-Gold: a new ﬂuorescent retrograde axonal
tracer with numerous unique properties. Brain Res. 377, 147e154.
Schmued, L.C., Kyriakidis, K., Fallon, J.H., Ribak, C.E., 1989. Neurons containing
retrogradely transported Fluoro-Gold exhibit a variety of lysosomal proﬁles:
a combined brightﬁeld, ﬂuorescence, and electron microscopic study. J. Neuro-
cytol. 3, 333e343.
Schneleben, C., Pasquis, B., Salinas-Navarro, M., Joffre, C., Creuzot-Garcher, C.P.,
Vidal-Sanz, M., Bron, A.M., Bretillon, L., Acar, N., 2009. Graeffes Arch. Clin. Exp.
Ophthalmol. 247, 1191e1203.
Schori, H., Kipnis, J., Yoles, E., WoldeMussie, E., Ruiz, G., Wheeler, L.A., Schwartz, M.,
2001. Vaccination for protection of retinal ganglion cells against death from
glutamate cytotoxicity and ocular hypertension: implications for glaucoma.
Proc. Natl. Acad. Sci. U S A 98, 3398e3403.
Schumer, R.A., Podos, S.M., 1994. The nerve of glaucoma! Arch. Ophthalmol. 112,
37e44.
Sellés-Navarro, I., Villegas-Pérez, M.P., Salvador-Silva, M., Ruiz-Gómez, J.M., Vidal-
Sanz, M., 1996. Retinal ganglion cell death after different transient periods of
pressure- induced ischemia and survival intervals. Invest. Ophtalmol. Vis. Sci.
37, 2002e2014.
Sellés-Navarro, I., Ellezam, B., Fajardo, R., Latour, M., McKerracher, L., 2001. Retinal
ganglion cell and nonneuronal cell responses to a microcrush lesion of adult rat
optic nerve. Exp. Neurol. 167, 282e289.
Shareef, S.R., García-Valenzuela, E., Salierno, A., Walsh, J., Sharma, S.C., 1995. Chronic
ocular hypertension following episcleral venous occlusion in rats. Exp. Eye Res.
61, 379e382.
Sieving, P.A., Frishman, L.J., Steinberg, R.H., 1986. Scotopic threshold response of
proximal retina in cat. J. Neurophysiol. 56, 1049e1061.
Silveira, L.C., Picanço-Diniz, C.W., Oswaldo-Cruz, E., 1989. The distribution and size
of ganglion cells in the retinae of large Amazon rodents. Vis. Neurosci. 2,
221e235.
Silveira, L.C., Russelakis-Carneiro, M., Perry, V.H., 1994. The ganglion cell response to
optic nerve injury in the cat: differential responses revealed by neuroﬁbrillar
staining. J. Neurocytol. 23, 75e86.
Sobrado-Calvo, P., Vidal-Sanz, M., Villegas-Pérez, M.P., 2007. Rat retinal microglial
cells under normal conditions, after optic nerve section, and after optic nerve
section and intravitreal injection of trophic factors or macrophage inhibitory
factor. J. Comp. Neurol. 501, 866e878.
Son, J.L., Soto, I., Oglesby, E., Lopez-Roca, T., Pease, M.E., Quigley, H.A., Marsh-
Armstrong, N., 2010. Glaucomatous optic nerve injury involves early astrocyte
reactivity and late oligodendrocyte loss. Glia 58, 780e789.Soto, I., Oglesby, E., Buckingham, B.P., Son, J.L., Roberson, E.D.O., Steel, M.R.,
Inman, D.M., Vetter, M.L., Horner, P.J., Marsh-Armstrong, N., 2008. Retinal
ganglion cells downregulate gene expression and lose their axons within the
optic nerve head in a mouse glaucoma model. J. Neurosci. 28, 548e561.
Soto, I., Pease, M.E., Son, J.L., Shi, X., Quigley, H.A., Marsh-Armstrong, N., 2011.
Retinal ganglion cell loss in a rat ocular hypertension model is sectorial and
involves early optic nerve axon loss. Invest. Ophthalmol. Vis. Sci. 52,
434e441.
Sternberger, N.H., Sternberger, L.A., Ulrich, J., 1985. Aberrant neuroﬁlament phos-
phorylation in Alzheimer disease. Proc. Natl. Acad. Sci. U S A. 82, 4274e4276.
Sugiyama, K., Gu, Z.B., Kawase, C., Yamamoto, T., Kitazawa, Y., 1999. Optic nerve and
peripapillary choroidal microvasculature of the Rat Eye. Invest. Ophthalmol. Vis.
Sci. 40, 3084e3090.
Surgucheva, I., Weisman, A.D., Goldberg, J.L., Shnyra, A., Surguchov, A., 2008.
Gamma-synuclein as a marker of retinal ganglion cells. Mol. Vis. 14, 1540e1548.
Thanos, S., Vidal-Sanz, M., Aguayo, A.J., 1987. The use of rhodamine-B-
isothiocyanate (RITC) as an anterograde and retrograde tracer in the adult rat
visual system. Brain Res. 17, 317e321.
Ueda, J., Sawaguchi, S., Hanyu, T., Yaoeda, K., Fukuchi, T., Abe, H., Ozawa, H., 1998.
Experimental glaucoma model in the rat induced by laser trabecular photoco-
agulation after an intracameral injection of India ink.Jpn. J. Ophthalmol. 42,
337e344.
Urcola, J.H., Hernández, M., Vecino, E., 2006. Three experimental glaucoma models
in rats: comparison of the effects of intraocular pressure elevation on retinal
ganglion cell size and death. Exp. Eye Res. 83, 429e437.
Valiente-Soriano, F., Salinas-Navarro, M., Jiménez-López, M., Ortín-Martínez, A.,
Alarcón-Martínez, L., Cánovas, I., Bernal, J.M., Avilés-Trigueros, M., Vidal-
Sanz, M., 2008. Effects of elevated intraocular pressure on the retinal ganglion
cell population in adult pigmented mice. Invest. Ophthalmol. Vis. Sci. 49 E-
Abstract 5480.
Van Buskirk, E.M., Ciofﬁ, G.A., 1992. Glaucomatous optic neuropathy. Am. J. Oph-
thalmol. 113, 447e452.
Veeranna, Lee, J.H., Pareek, T.K., Jaffee, H., Boland, B., Vinod, K.Y., Amin, N.,
Kulkarni, A.B., Pant, H.C., Nixon, R.A., 2008. Neuroﬁlament tail phosphorylation:
identity of the RT-97 phosphoepitope and regulation in neurons by cross-talk
among proline-directed kinases. J. Neurochem 107, 35e49.
Vidal-Sanz, M., Bray, G.M., Villegas-Pérez, M.P., Thanos, S., Aguayo, A.J., 1987. Axonal
regeneration and synapse formation in the superior colliculus by retinal
ganglion cells in the adult rat. J. Neurosci. 7, 2894e2907.
Vidal-Sanz, M., Villegas-Pérez, M.B., Bray, G.M., Aguayo, A.J., 1988. Persistent
retrograde labeling of adult rat retinal ganglion cells with the carbocyanine
dye-diI. Exp. Neurol. 102, 92e101.
Vidal-Sanz, M., Bray, G.M., Aguayo, A.J., 1991. Regenerated synapses persist in the
superior colliculus after the regrowth of retinal ganglion cell axons.
J. Neurocytol. 20, 940e952.
Vidal-Sanz, M., Villegas-Pérez, M.P., Bray, G.M., Aguayo, A.J., 1993. Use of peripheral
nerve grafts to study regeneration after CNS injury. Neuroprotocols 3, 29e33.
Vidal-Sanz, M., Lafuente, M., Sobrado-Calvo, P., Sellés-Navarro, I., Rodríguez, E.,
Mayor-Torroglosa, S., Villegas-Pérez, M.P., 2000. Death and neuroprotection
of retinal ganglion cells after different types of injury. Neurotox. Res. 2,
215e227.
Vidal-Sanz, M., Lafuente, M.P., Mayor, S., Miralles de Imperial, J., Villegas-Pérez, M.P.,
2001. Retinal ganglion cell death induced by retinal ischemia: neuroprotective
effects of two alpha-2 agonists. Surv. Ophtalmol. 42, 262e267.
Vidal-Sanz, M., Avilés-Trigueros, M., Whiteley, S.J., Sauvé, Y., Lund, R.D., 2002.
Reinnervation of the pretectum in adult rats by regenerated retinal ganglion
cell axons: anatomical and functional studies. Prog. Brain Res. 137, 443e452.
Vidal-Sanz, M., Mayor, S., Ramírez, A.I., Triviño, A., Salazar, J.J., Ramírez, J.M.,
Salinas, M., Villegas-Pérez, M.P., 2005. Lasering the trabecular meshwork and
limbal veins in adult rats results in ocular hypertension and retrograde
degeneration of retinal ganglion cells. Ophthalmic Res. 37 (Abstract).
Vidal-Sanz, M., De la Villa, P., Avilés-Trigueros, M., Mayor-Torroglosa, S., Salinas-
Navarro, M., Alarcón-Martínez, L., Villegas-Pérez, M.P., 2007. Neuroprotection of
retinal ganglion cell function and their central nervous system targets. Eye 21,
42e45.
Villegas-Pérez, M.P., Vidal-Sanz, M., Bray, G.M., Aguayo, A.J., 1988. Inﬂuences of
peripheral nerve grafts on the survival and regrowth of axotomized retinal
ganglion cells in adult rats. J. Neurosci. 8, 265e280.
Villegas-Pérez, M.P., Vidal-Sanz, M., Rasminsky, G.M., Bray, G.M., Aguayo, A.J., 1993.
Rapid and protractred phases of retinal ganglion cell loss follow axotomy in the
optic nerve of adult rats. J. Neurobiol. 24, 23e26.
Villegas-Pérez, M.P., Vidal-Sanz, M., Lund, R.D., 1996. Mechanism of retinal ganglion
cell loss in inherited retinal dystrophy. Neuroreport 7, 1995e1999.
Villegas-Pérez, M.P., Lawrence, J.M., Vidal-Sanz, M., Lavail, M.M., Lund, R.D., 1998.
Ganglion cell loss in RCS rat retina: a result of compression of axons by con-
tracting intraretinal vessels linked to the pigment epithelium. J. Comp. Neurol.
392, 58e77.
Villegas-Pérez, M.P., Mayor-Torroglosa, S., Salazar, J.J., Ramírez, J.M., Triviño, A.,
Ramírez, A.I., Salinas, M., Miralles, J., Vidal-Sanz, M., 2005. In adult rats lasering
of the trabecular meshwork and limbal veins results in ocular hypertension:
alteration of retrograde axoplasmic transport. Invest. Ophthalmol. Vis. Sci. 46
(E-Abstract-1234).
Wang, S., Villegas-Pérez, M.P., Vidal-Sanz, M., Lund, R.D., 2000. Progressive optic
axon dystrophy and vacuslar changes in rd mice. Invest. Ophthalmol. Vis. Sci. 41,
537e545.
M. Vidal-Sanz et al. / Progress in Retinal and Eye Research 31 (2012) 1e27 27Wang, S.W., Mu, X., Bowers, W.J., Kim, D.S., Plas, D.J., Crair, M.C., Federoff, H.J.,
Gan, L., Klein, W.H., 2002. Brn3b/Brn3c double knockout mice reveal an
unsuspected role for Brn3c in retinal ganglion cell axon outgrowth. Develop-
ment 129, 467e477.
Wang, S., Villegas-Pérez, M.P., Holmes, T., Lawrence, J.M., Vidal-Sanz, M., Hurtado-
Montalban, N., Lund, R.D., 2003. Evolving neurovascular relationships in the
RCS rat with age. Curr. Eye Res. 27, 183e196.
Wang, W.H., Millar, J.C., Pang, I.H., Wax, M.B., Clark, A.F., 2005. Noninvasive
measurement of rodent intraocular pressure with a rebound tonometer. Invest.
Ophthalmol. Vis. Sci. 46, 4617e4621.
Wang, X., Ng, Y.K., Tay, S.S., 2005. Factors contributing to neuronal degenera-
tion in retinas of experimental glaucomatous rats. J. Neurosci. Res. 82,
674e689.
Weishaupt, J.H., Klöcker, N., Bähr, M., 2005. Axotomy-induced early down-
regulation of POU-IV class transcription factors Brn-3a and Brn-3b in retinal
ganglion cells. J. Mol. Neurosci. 26, 17e25.
Wessendorf, M.W., 1991. Fluoro-Gold: composition, and mechanism of uptake.
Brain Res. 553, 135e148.Whiteley, S.J., Sauvé, Y., Avilés-Trigueros, M., Vidal-Sanz, M., Lund, R.D., 1998. Extent
and duration of recovered pupillary light reﬂex following retinal ganglion cell
axon regeneration through peripheral nerve grafts directed to the pretectum in
adult rats. Exp. Neurol. 154, 560e572.
WoldeMussie, E., Ruiz, G., Wijono, M., Wheeler, L.A., 2001. Neuroprotection of
retinal ganglion cells by brimonidine in rats with laser-induced chronic ocular
hypertension. Invest. Ophthalmol. Vis. Sci. 42, 2849e2855.
WoldeMussie, E., Wijono, M., Ruiz, G., 2004. Müller cell response to laser-induced
increase in intraocular pressure in rats. Glia 47, 109e119.
Wood, J.N., Anderton, B.H., 1981. Monoclonal antibodies to mammalian neuroﬁla-
ments. Biosci. Rep. 1, 263e268.
Yang, Z., Quigley, H.A., Pease, M.E., Yang, Y., Qian, J., Valenta, D., Zack, D.J., 2007.
Changes in gene expression in experimental glaucoma and optic nerve tran-
section: the equilibrium between protective and detrimental mechanisms.
Invest. Ophthalmol. Vis. Sci. 48, 5539e5548.
Zhou, Y., Grinchuk, O., Tomarev, S.I., 2008. Transgenic mice expressing the
Tyr437His mutant of human myocilin protein develop glaucoma. Invest. Oph-
thalmol. Vis. Sci. 49, 1932e1939.
